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The Role of the Cytoskeleton in the Morphogenesis of the Avian
Erythrocyte
by
Bettina Winckler
Submitted to the Department of Biology on December 10, 1993 in partial
fulfillment of the requirements for the Degree of
Doctor of Philosophy in Biology
Abstract
The chicken red blood cell serves as a good model system for studying the
role of the cytoskeleton in the determination of cell shape because of its
simplicity. Its shape is that of a flattened ellipsoid. A bundle of
microtubules, the marginal band, encircles the cell at the equator. This
microtubule organelle is rigorously specified, qualitatively and
quantitatively. The precursors to this cell can be obtained in synchronous
populations from the circulation of embryos. They develop in suspension
without cell-cell or cell-substrate contacts. This dissertation analyzes the
cytoskeleton of developing red cells and its role in morphogenesis.
Disruption of the F-actin in embryonic cells in a narrow developmental
window leads to microtubule-dependent shape changes giving rise to
highly asymmetric cells. We propose that the establishment of a
flattenend cell shape and of the marginal band occurs by a microtubule-
autonomous mechanism. We establish that two proteins of the ERM
protein family (ezrin-radixin-moesin) are components of the marginal
band. Radixin is the major ERM protein associated with the cytoskeleton.
The expression pattern and localization of the ERM proteins in chicken
erythrocytes limit previous models for ERM function and raise
possibilities for their role in erythrocyte morphogenesis. We propose that
the ERM proteins play functionally conserved roles in quite diverse
organelles.
Thesis Advisor: Dr. Frank Solomon
Title: Professor of Biology
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Chapter 1
The Role of the Cytoskeleton in the Establishment and
Maintenance of Cell Shape
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Introduction
Differentiated cells display a variety of distinct shapes, including
highly asymmetric ones. The asymmetric shape of a particular cell type is
often intimately linked to its function. Nerve cells, for instance, are
highly asymmetric, extending long processes that serve to propagate
electric signals over long distances to particular target cells. Similarly,
the polarized morphology of the epithelial cells of the intestinal brush
border is critical to their absorptive function. In order to understand a
cell's function, we must understand what determines its particular
asymmetric shape as well as what constitutes its physiological properties.
In many cell types, a structural matrix which retains the shape of
the intact cell remains after detergent extraction. This so-called
cytoskeleton is composed of filamentous elements. (Detergent-extracted
cytoskeletons include the filamentous elements of the cytoskeleton, but
also proteins from other structure, i.e. the nucleus.) On the basis of
electron microscopic observations, the cytoskeletal filaments have been
grouped into three major classes according to their diameters:
microfilaments are 7 nm in diameter, microtubules are cylinders of 25 nm,
and intermediate filaments are of intermediate diameter (10 nm). The
placement of these filaments inside cells suggested early on that they
might be involved in cell shape determination. Byers and Porter (1964),
for instance, described the appearance of oriented microtubules in
elongating cells of the developing lens rudiment during placode formation,
and postulated that microtubules are instrumental in affecting the
cellular elongation. The discovery of treatments that disrupted
microfilaments (the cytochalasins) or microtubules (cold, colchicine,
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vinblastine) soon led to descriptions of many morphogenetic processes
that require intact microtubules or microfilaments. Neuronal cells in
culture, for example, extend neurites that retract after disruption of
microtubules (Seeds, 1970). Microtubules and microfilaments are also
necessary in multicellular morphogenetic events in which extracellular
factors (cell-cell contacts, cell-extracellular matrix interactions) are likely
to play a role as well. Isolated salivary glands from mouse embryos in
organ culture, for instance, lose their clefts in cytochalasin B, but regain
them after removal of the drug (Spooner and Wessels, 1972). During
neurulation in amphibian embryos, microtubules are necessary for cell
elongation, while microfilaments are needed for apical constriction of the
cells (Burnside, 1973).
It is well established that the cytoskeleton is involved in the
maintenance and establishment of cell shape generally. An important
question now under investigation is how a particular cell shape is
specified. In several systems, the ability of extracellular factors to
influence cell shape has been demonstrated (Weiss, 1958; Lander, 1989).
When a grid of laminin is laid down on a coverslip, neuronal growth cones
follow the predetermined pattern of laminin. But it is also clear that
some of the information specifying cell shape must come from intrinsic
determinants. Albrecht-Buehler (1977) showed that mitotic sisters of 3T3
cells re-establish a similar polarity and choose related migratory paths in
culture. The intrinsic information specifying neurite morphology of
neuroblastoma cells in culture persists through mitosis and microtubule
depolymerization (Solomon 1979, 1980), since mitotic sisters extend
neurites in related patterns and cells re-capitulate their neurite
morphology after nocodazole depolymerization of microtubules.
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Deforming the cell membrane to change shape requires force. The
shape that a cell displays is ultimately the integration of all forces-- intra-
and extracellular-- which act on it. From in vitro experiments, we know
that polymerization of both tubulin and actin can result in enough force to
distort lipid vesicles (Cortese et al., 1989; Hotani et al., 1992).
Understanding cell shape, therefore, requires a detailed understanding of
the generation and maintenance of cytoskeletal order. As a first step, we
need a detailed description of the proteins present in the cytoskeleton and
their positioning.
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The major cytoskeletal elements
There are three major cytoskeletal filaments commonly found in
eukaryotic cells: microtubules, microfilaments, and intermediate
filaments. Each filament system is a polymer composed of a different
subunit. In microtubules, the subunit is a dimer of a- and -tubulin.
Microfilaments are made up of actin molecules. Intermediate filaments
are polymers of cell-type specific proteins, such as the keratins, vimentin,
desmin, glial fibrillary acidic protein, neurofilaments etc. The following
section gives a brief description of each filament system.
Microfilaments
Since their first description in muscle, microfilaments have been
found in virtually all eukaryotic cells. Microfilaments are double-helical
polymers of the globular protein actin (G-actin). This filamentous form of
actin is also called F-actin. Actin filaments are involved in many dynamic
cellular processes such as cell motility, cytokinesis, cytoplasmic
streaming, and muscle contraction. Consequently, they have been
identified as components of leading edges, ruffling membranes, growth
cones, filopodia, cleavage furrows, etc. But they are also found in places
that suggest a more structural role, as in stress fibers and cell-substrate
contacts, in brush border microvilli, or in the cortical membrane skeleton
in erythrocytes. Actin filaments are dynamic and their polymerization
and depolymerization in the cell are tightly controlled both spatially and
temporally. The assembly reaction of actin has been studied extensively
in vitro (Pollard and Cooper, 1986). Actin filaments have polarity and
their ends differ in their kinetic parameters (Wegner, 1976). One can
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distinguish the two ends from each other ultrastructurally because the S 1
fragment of myosin binds with a defined orientation to actin filaments
which gives rise to arrowhead images in electron micrographs. The faster
growing end is called the barbed end, while the slower growing end is
called pointed. Actin filaments in cells are often oriented with uniform
polarity. Frequently, the barbed end is found at the membrane, as in
microvilli or focal contacts.
Microtubules
Microtubules were first identified in cilia and flagella where they
are arranged in a strict 9 + 2 arrangement of microtubule pairs. After
glutaraldehyde came into use as a fixative, cylindrical profiles
reminiscent of flagellar microtubules were found in electron micrographs
of animal cells as well (Porter, 1966). The cylindrical wall of microtubules
is usually made up of 13 protofilaments of tubulin dimers arranged with a
slight helical pitch of 8-10 degrees. Microtubules are found, for example,
in mitotic spindles, marginal bands of disk-shaped blood cells, neurites of
neuronal cells, and are, therefore, implicated in chromosome segregation,
maintenance of cell shape, and organelle transport among others.
As is the case for microfilaments, microtubules are dynamic and
their assembly is regulated. Microtubule assembly in vitro is well
studied: GTP-bound tubulin dimers assemble into polymer. After
assembly, GTP is hydrolyzed. The hydrolysis of GTP is not needed for
assembly since microtubules form even when non-hydrolyzable analogs
are substituted for GTP (Arai and Kaziro, 1976; Hyman et al., 1992).
Since GTP hydrolysis is coupled to assembly, microtubules are not true
equilibrium polymers. The coupling of assembly to GTP hydrolysis has
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several important consequences which are crucial for understanding
microtubule functioning. For microtubules, the association reaction is not
the reverse of the dissociation reaction. For completely reversible
association reactions, the dissociation constant (Kd) must be identical on
both ends of the polymer (Wegner, 1976). This is not true for
microtubules. The Kd for the plus end (the fast growing end) differs from
that for the minus end (the slow growing end). The difference in Kd for
the two ends leads to the possibility that a polymer grows from one end
and shrinks from the other in vitro, leading to "treadmilling". Since
microtubules in cells are usually capped at one end (the minus end),
treadmilling is unlikely to be an important feature of microtubules in
vivo.
The two ends can be distinguished ultrastructurally by the so-
called hook assay (Heidemann and McIntosh, 1981). Under certain
conditions, tubulin polymerizes into non-cylindrical polymers shaped like
sheets which appear S-shaped or as hooks in cross-section. When
permeabilized cells are incubated with tubulin under those conditions,
protofilament hooks polymerize onto the sides of pre-existing
microtubules with a defined polarity. Electron micrographs of cross-
sections of decorated microtubules show either clockwise or
counterclockwise hooks attached to the microtubule wall. The direction of
the hook is dependent on the polarity of the microtubule.
When fluorescently labeled microtubules are nucleated of
centrosomes in vitro, some microtubules grow while others shrink in the
same population, with rather infrequent transitions between them. This
phenomenon was named "dynamic instability" (Mitchison and Kirschner,
1984). Microtubule behavior consistent with dynamic instability is also
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found in cultured cells (Schulze and Kirschner, 1986; Sammack et al.,
1987). Injection of biotinylated tubulin into cells results initially in
labeling of the distal ends of microtubules (near the cell periphery), but
not of their middle or of their proximal ends (at the centrosome). After
longer times, unlabeled microtubules disappear completely. Thus, there
is a continuous cycle of microtubule polymerization at the plus ends,
followed by depolymerization (Schulze and Kirschner, 1986).
Photobleaching of continuously labeled fluorescent microtubules shows
that microtubules recover fluorescence independently of their neighbors
(Sammack et al., 1987). Although the resolution of these experiments is
insufficient to follow individual microtubules inside cells, these results
are consistent with dynamic instability.
It is unclear right now how a growing end of a microtubule differs
from a shrinking end on the molecular level. The best model currently
available is the postulated existence of a GTP cap at the polymerizing
end. Since GTP hydrolysis occurs with a delay after polymerization, a cap
of tubulin subunits carrying GTP can form if polymerization is sufficiently
fast. Since the dissociation of GTP-tubulin is slower than that of GDP-
tubulin, microtubules capped by GTP-tubulin depolymerize more slowly
than microtubules capped by GDP-tubulin. This might lead to
catastrophic disassembly once the GTP cap is converted to GDP
(Kirschner and Mitchison, 1986). The observation that the slowly
hydrolyzed GTP analog GMPCPP stabilizes microtubules in vitro is
consistent with the existence of a GTP cap (Hyman et al., 1992).
In cultured cell, microtubules are usually found to be associated
with a single microtubule-organizing center (MTOC) which is active in
nucleation and sequesters the minus end of microtubules. Many MTOCs
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have ultrastructural correlates, such as centrosomes, basal bodies and
spindle pole bodies. Since microtubules frequently convert from growing
to shrinking (dynamic instability) and since at steady state the tubulin
concentration is below the critical concentration for the minus end, only
microtubules whose minus ends are sequestered by a MTOC can survive,
and microtubules forming independently of the MTOC rapidly
disassemble. This leads to polar arrays of microtubules radiating from
the MTOC. Dynamic instability and sequestration of minus ends can,
therefore, explain some of the important aspects of microtubule
organization in cultured cells. As discussed later, the microtubule array
of terminally differentiated cells which have exited the cell cycle might be
quite different, and different mechanisms might be in effect to establish
their microtubule organization.
Intermediate filaments
Intermediate filaments are polymers assembled from cell-type
specific subunits that have been grouped into several classes by sequence
homology. The subunits are extended rather than globular molecules that
form coiled-coil associations with one another, more similar to collagen
assemblies than to either microtubules or microfilaments. In contrast to
tubulin and actin, there is usually no soluble pool of intermediate
filament subunits in cells (Hynes and Destree, 1978). Nevertheless, some
subunit exchange does occur, as judged by the incorporation of biotin-
labeled vimentin and FRAP studies (Stewart, 1993). The assembly
reaction into intermediate filaments is not nearly as well understood as
that for either microtubules or microfilaments. Up to now, no condition
has been found that reversibly disassembles intermediate filaments in
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vivo. This complicates experiments addressing their function. In
addition, in vitro assembly can only be performed by dialysis of subunits
from urea. In cultured cells, intermediate filaments course in wavy
arrays through the cytoplasm. In epithelial cells, intermediate filaments
insert into specialized membrane structures called desmosomes that
maintain cell-cell contact.
Microinjection of antibodies against intermediate filament subunits
has no effect on cell shape, motility or viability of cultured cells (Gawlitta
et al., 1981; Lin and Feramisco, 1981). These results suggested that
intermediate filaments play mostly structural roles and might not be
needed for cells grown in culture. More recently, advances in transgenic
mouse technology have made it possible to disrupt genes in mammals and
study the phenotype. Transgenic mice carrying dominant negative
mutations in intermediate filament proteins (keratin 14 or 10) show
epidermal blistering (Vassar et al., 1991; Fuchs et al., 1992). The keratin
14 mutant mice showed the phenotype only after mechanical stress to the
tissue. These results argue that intermediate filaments play an
important structural role in maintaining tissue integrity.
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Interactions among different cytoskeletal elements
In order to achieve a concerted shape change, the different
cytoskeletal elements of a cell need to communicate with one another.
Evidence for interaction among different filament systems has emerged
from a variety of observations. In several cells, close apposition of
different filament system can be detected by electron microscopy
(Ellisman and Porter, 1980; Schliwa and van Blerkom, 1981; Hirokawa,
1982; Bowser et al., 1988). The structural interdependence of diverse
filament systems was confirmed by observing the effect that the
disruption of one filament system has on the integrity of another. For
example, intermediate filament networks frequently collapse around the
nucleus when microtubules are disassembled with drugs (Starger et al.,
1978). This intermediate filament collapse appears to be actin-dependent
since it can be prevented by cytochalasin (Hollenbeck et al., 1989). This
argues for extensive structural interdependence of these cytoskeletal
networks.
Disruption of microtubules or microfilaments does not usually
affect the integrity of the other polymer, but more subtle interactions are
evident. These interactions may have a strong impact on the function of
the cytoskeleton, specifically on the regulation of cell shape. The
retraction of neurites induced by microtubule disassembly, for instance, is
inhibited by incubation with cytochalasin D (Solomon and Magendantz,
1981). Cytochalasin does not act by inhibiting the action of nocodazole,
i.e. microtubule disassembly. This result argues that loss of microtubules
is not sufficient to cause the loss of asymmetry, but that microfilaments
are probably actively involved in the retraction process as well.
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In several cases, the actin- and tubulin-systems modulate each
others activity. Cytochalasin treatment of Aplysia bag cell neurons in
culture, for example, leads to extension of microtubules into the distal
regions of the growth cone (Forscher and Smith, 1988), which does not
usually contain large numbers of microtubules. Fibroblasts grown on a
silicone rubber substratum deform it and cause wrinkles. In the presence
of nocodazole, the contractile strength of fibroblasts is increased
(Danowski, 1989). Observations like these have given rise to the idea
that animal cells share properties with tensegrity structures (Ingber and
Folkman, 1989; Ingber and Jamieson, 1985; Buxbaum and Heidemann,
1988). According to this model, microtubules play the role of compressive
struts while microfilaments are the contractile elements connecting them.
This results in mutual interdependence of these two systems.
Microtubules and microfilaments probably interact in other ways as
well. Rinnerthaler et al. (1988) analyzed contact formation in locomoting
fibroblasts by live-cell video microscopy with phase and interference
reflection optics and subsequent fixation and immunostaining. They
found a correlation between membrane ruffles and subsequent contact
formation. These initial contacts were either transient or persistent. The
persistent contacts were frequently associated with microtubules. It is
clear that microtubules are not necessary for fibroblast locomotion per se
(Lloyd et al., 1977), but locomotion is frequently not persistent in one
direction in the absence of microtubules. Rinnerthaler et al. (1988)
suggested that microtubules might influence contact development and
thereby affect directionality of migration and cell shape. This result also
highlights the importance of attachment to a substratum in its interplay
with the cytoskeleton to produce cell shape.
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What are the molecular correlates of interacting cytoskeletal
networks? There are numerous reports of proteins which interact with
more than one polymer type in vitro. Itano and Hatano (1991), for
example, purified a protein activity from Physarum polycephalum which
forms co-bundles of F-actin and microtubules. Microtubule associated
proteins were found to interact with intermediate filaments (Bloom and
Vallee, 1983) or actin filaments in vitro (Sattilaro et al., 1981; Griffith and
Pollard, 1982; Selden and Pollard, 1983). Although these in vitro
interactions are intriguing, their in vivo relevance remains to be
demonstrated.
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Determinants of cytoskeletal diversity
Microtubules and microfilaments are found in a great variety of
different cells and in a great variety of different arrangements. For
instance, microtubules can be organized in stable bundled arrays as in
marginal bands or in axons, in dynamic diffuse arrays as in interphase
cells in culture, as a stable membrane skeleton as in the subpellicular
microtubule array of trypanosomes, in the dynamic organization found in
the mitotic spindle, in highly structured stable organizations of cilia and
flagella, among others. In each of these arrangements, microtubules are
virtually identical on the ultrastructural level. Since microtubules can
influence cell shape, part of the question of how cell shape is determined
can be rephrased as: How are the diverse arrays of microtubules
specified? The two most promising candidates to account for the diversity
of microtubule organization -- singly or in combination-- are multiple gene
products for tubulins (isotypes) and microtubule-associated proteins. The
same arguments can be made for actin organization.
Isotypes
Most animal genomes encode multiple isotypes of both actin and
the tubulins. In all cases, there is extensive regulation of the expression
of individual isotypes, both during development and with respect to cell
type. For instance, there are muscle-specific isotypes of actin which are
different from the isotypes expressed in nonmuscle cells. Among -
tubulin isotypes, there is an erythrocyte-specific isotype in chicken, a
testis-specific isotype in Drosophila, etc. From the sequence data from
many tubulins from several species, one could identify conserved and
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divergent regions among isotypes. In the predicted sequences from -
tubulins, the C-terminal -15 residues were identified as a characteristic
variable region which showed conservation across species and allowed the
classification of sequences into isotype classes (Cleveland, 1986). The
existence of diverse actin and tubulin isotypes and their complex spatial
and temporal expression patterns suggested that the different isotypes
might be necessary-- maybe even sufficient-- to specify a particular
microtubule organization. In this scenario, the divergent regions
determine specific interactions with other tubulin subunits or non-tubulin
proteins, thereby influencing the organization of microtubules. Evidence
has been presented that some microtubule-associated proteins might
interact with the C-terminus of tubulin (Littauer et al., 1986; Maccioni et
al., 1988). In addition, different isotypes differ in their assembly
properties in vitro (Murphy and Wallis, 1983, 1985; Trinczek et al., 1993).
It is, therefore, possible that the particular tubulin isotype present
determines some of the dynamic properties of the polymer as well as
aspects of its interaction with other tubulin subunits and associated
proteins. An alternative explanation of the existence of divergent regions
is that their exact sequence is not crucial to the proper folding and
functioning of the protein and, therefore, that there is little evolutionary
pressure to conserve those residues exactly (Katz and Solomon, 1989).
What is the evidence for and against functional differences among
isotypes? Up to now, not much evidence supporting functional differences
among isotypes has accumulated. Generally, when a cell expresses more
than one isotype, each isotype participates quantitatively in all
microtubule structures in the cell and is not segregated to a subset of the
microtubule structures (Kemphues et al., 1982; Murphy et al., 1986).
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These results argue that different isotypes are compatible to co-assemble
into a common polymer. [For actin, there are reports providing evidence
that some cells might position different isotypes into different functional
domains within a cell (Hoock et al., 1991).] Heterologous expression of
tubulin genes --from a different organism or a different cell type-- in
cultured animal cells usually results in incorporation of the heterologous
tubulin into all cellular microtubules (Bond et al., 1986; Joshi et al., 1987;
Lewis et al., 1987). This argues that, in general, a particular isotype is
not sufficient to specify a particular microtubule organization, and that
tubulins from evolutionary distant sources can co-assemble.
In organisms where gene replacements are easily achieved, the
necessity for particular tubulins can be tested directly by gene disruption
or replacement. Both Schizosaccharomyces pombe and Saccharonyces
cerevisiae contain two a-tubulin genes. Disruption of one of the a-tubulin
genes results in lethality, while the disruption of the other does not.
When the nonessential a-tubulin is overexpressed in a strain which
carries a conditional mutation of the essential a-tubulin gene, viability is
restored (Adachi et al., 1986; Schatz et al., 1986). This argues that at
sufficient protein levels either a-tubulin is competent for all essential
microtubule functions in these organisms. In Aspergillus, mutants which
do not produce the 3-tubulin that is normally only produced during
conidiation (sporulation) have no sporulation defect (May, 1989). This is
the best example to date where a tubulin with a restricted expression
pattern is not necessary for any stage in the life cycle of the organism.
In animal cells where the variety of isotypes is much greater,
testing the necessity of particular tubulin isotypes is harder because it
requires gene replacement at comparable expression levels. Replacement
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of the testis-specific -tubulin (2) in Drosophila melanogaster with a
developmentally-regulated isotype (3) which is not expressed in the male
germ line offers a promising system for studying the possible functional
differences among 1-tubulin isotypes. Raff and co-workers have tackled
this problem, but a conclusive answer is not available yet. The main
problem lies in achieving high enough expression levels of the
heterologous 3 gene. 2 mutant strains are transformed with a 3
containing P element in which the transcription of the 3 gene is under
control of the 2 promoter. These strains produce sterile males (Hoyle
and Raff, 1990). Some of the cytoplasmic microtubules form normally
(mitochondrial derivative associated microtubules), but the axoneme is
not assembled. Unfortunately, the highest expression levels obtained for
the heterologous 3 were only 15% of wild type 32 levels.
In related experiments, the heterologous 3 was expressed
simultaneously with the endogenous P2. In these experiments, the
phenotype depended upon the ratio of 13 to total 1-tubulin. In strains
where the heterologous 3 comprised less than 20% of the total 1-tubulin
levels, males were fertile. 3 was incorporated into all microtubule
structures at comparable levels, even into axonemes. In strains where the
heterologous 3 comprised more than 20% of the total P-tubulin levels,
males were sterile. The axonemes in these animals were abnormal: the
doublet tubules looked more like the singlet pair. Therefore, 3 in excess
of 20% poisons axoneme assembly.
One interpretation of these results is that the divergent 3 cannot
assemble into axonemal structures, but only into cytoplasmic
microtubules. This possibility is easy to envision since the doublet
microtubules of the axoneme might require different packing properties
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than singlet microtubules. Alternatively, 3 might poison the polymer at
higher stoichiometry because it does not co-assemble efficiently with J32
into axonemal structures. Whether or not 3 at sufficiently high levels of
expression could form axonemal microtubules by itself awaits further
experiments. The experimental evidence obtained so far leans towards
the conclusion that tubulin isotypes are neither sufficient nor necessary to
specify a particular microtubule array. Nevertheless, we cannot rule out
the possibility that particular tubulin isotypes contribute to some extent
to the specific properties of the microtubule structures of which they are a
part.
Microtubule-associated proteins
Since Weisenberg (1972) successfully polymerized microtubules
from brain extracts in vitro, numerous proteins have been identified as
microtubule-associated proteins (MAPs) based on their ability to cycle to
constant specific activity with microtubules through repeated cycles of
temperature-dependent polymerization/depolymerization. The best
studied MAPs are those from brain where high concentrations of
microtubule protein facilitates in vitro assembly reactions. The most
prominent MAPs from brain identified in this fashion are the high
molecular weight (HMW) MAPs (several species of MAP1 and MAP2)
(Sloboda et al., 1975,1976) and the tau proteins (MW 55-62 kd)
(Weingarten et al., 1975; Cleveland et al., 1977).
Many of the proteins which bind microtubules in vitro interact
because of non-specific electrostatic interactions rather than because they
interact with microtubules in vivo. In addition, in vitro microtubule
assembly is driven by MAPs. Since MAPs often compete for binding, this
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procedure selects for high affinity MAPs while lower affinity MAPs are
lost (Wiche, 1989). This shortcoming was circumvented by the discovery
of the plant alkaloid taxol which stimulates microtubule assembly and
stabilizes microtubules in vitro and in vivo. In the presence of taxol,
microtubules could be assembled without MAPs from sources with low
microtubule protein concentration. This led to the identification of
numerous putative MAPs from non-neuronal sources (Wiche, 1989).
Solomon et al. (1979) developed a procedure which was based on
interaction with microtubules inside cells. Experimental cell populations
are extracted with non-ionic detergents under microtubule stabilizing
conditions to get rid of soluble proteins. Microtubules and their
associated proteins are left in the pellet. Subsequent addition of calcium
results in disassembly of microtubules: tubulin and MAPs are solubilized.
A control cell population is treated with nocodazole prior to detergent
extraction which leads to solubilization of tubulin and MAPs in the initial
detergent step. The addition of calcium to those pellets releases other
calcium-sensitive proteins. These proteins are found as background
polypeptides in the calcium release fraction of the experimental
population. Proteins unique to the experimental calcium release fraction
are putative MAPs. Using this procedure, the chartins were identified as
MAPs (Duerr et al., 1981). MAP2 also behaves as a MAP in this
procedure (Dinsmore and Solomon, 1991). Since this procedure relies on
the solubilization of MAPs when microtubules are disassembled, MAPs
that interact additionally with stable non-tubulin components will not be
recovered (Swan, 1985).
What is known about the in vitro and in vivo activities of MAPs
and how might these activities specify microtubule organization? Several
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MAPs show nucleotide-sensitive microtubule binding and translocate
microtubules in vitro (motor MAPs). Recently, a MAP with microtubule
severing activity (katanin) has been identified from Xenopus oocytes
(Vale, 1991; McNally and Vale, 1993). In the following section, I will not
discuss motor MAPs which are for the most part better understood than
their non-motor counterparts. Rather, I will discuss studies of the two
best understood non-motor MAPs, MAP2 and tau.
Both MAP2 and tau are found at high levels in neuronal cells,
although proteins which share epitopes with MAP2 or tau are present in
non-neuronal cells as well (Wiche, 1989). Immunofluorescence on
neuronal cells showed that MAP2 is expressed mainly in dendrites
(Bernhardt and Matus, 1984) while tau is found in the axon (Binder et al.,
1985). In cultured neuronal cells, the distinction between dendrites and
axons can usually not be made and MAP2 and tau are found in all
processes (called neurites).
Microtubules in neuronal cells are organized differently in different
domains of the cell: in the cell body, microtubules are found in
centrosomal radial arrays, while in the neurites microtubules are found in
parallel bundles. In the growth cone, microtubule bundles splay out and
individual microtubules sometimes extend into the lamellipodial regions
of the growth cone. In axons, microtubules have a uniform polarity with
their plus ends towards the growth cone, while dendritic microtubules
have mixed polarity.
The microtubules in neuronal processes differ significantly from
microtubule arrays of cultured cells in that they are not attached to the
MTOC. In addition, they are not continuous along the whole length of the
process. Neuronal microtubules, therefore, have properties (stability
29
independent of a MTOC, defined orientation, stiffness) that might be
accounted for by neuronal MAPs. The in vitro activities of MAP2 and tau
are consistent with the suggestion that they determine to some extent the
special properties of neuronal microtubules. They promote microtubule
assembly and stabilize microtubules in vitro.
Ectopic expression of MAP2 and tau in cultured cells was used to
study possible effects on microtubule organization and cell shape.
Transfection of cultured cells with MAP2 cDNA results in formation of
stable bundles of microtubules (Lewis et al., 1989; Weisshaar et al., 1992).
These stable bundles are not associated with a MTOC and often form
rings near the membrane. Microinjection of tau into fibroblasts (Drubin
and Kirschner, 1986) leads to an increase in stable microtubules, but no
change in either microtubule organization or cell shape. Transfection of
fibroblasts with tau cDNA leads to the formation of microtubule bundles
(Kanai et al., 1989). These results showed that tau and MAP2 can in fact
stabilize microtubules. Whether or not they also bundle microtubules in
vivo is the matter of some contention. Chapin et al. (1991) argued that
the brain MAPs cause stabilization of microtubules which are then
bundled by other cellular components. This argument rests on the
observation that microtubules stabilized by taxol also form bundles
connected by fine filaments in vivo. Chen et al. (1992) obtained results
which strongly suggest that MAP2 and tau can play a role in bundling of
microtubules (see below).
Expression of tau in a different cultured cell, Sf9, leads to changes
in microtubule organization, but also to a change in shape (Knops et al.,
1991). These cells produce long cellular processes up to 300 gm in length
and of variable diameter. This argues that in some cell backgrounds,
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expression of tau is sufficient to induce a change in microtubule
organization and a concomitant change in cell shape. Baas et al. (1991)
showed that the overwhelming majority of microtubules in the processes
of the tau transfectants (90%) were of uniform polarity with their plus
ends distal. This is the same orientation that microtubules display in
axons. This result raises the possibility that tau is capable-- in the
appropriate cellular context-- of promoting microtubule
stabilization/bundling, and process formation. Whether or not tau also
determines the polarity of microtubules in processes is unclear since the
uniform polarity might simply be a result of the coordinated release from
the MTOC (Yu et al., 1993). Sf9 cells transfected with MAP2 also extend
processes containing bundles of microtubules with overwhelmingly
uniform polarity (Chen et al., 1992). Therefore, the uniform polarity of
axonal microtubules is probably not due to the interaction with tau. Chen
et al. (1992) found also that the spacing of microtubules in the processes
differed between MAP2 and tau transfectants: in cells expressing MAP2,
the spacing is similar to that in dendrites (60 nm) while in cells
expressing tau, the spacing is similar to that in axons (20 nm). These
results argue that MAPs determine the spacing between microtubules.
The evidence over all supports the hypothesis that MAPs are potent
organizers of microtubules and as a consequence might play an important
role in cell shape determination.
Since few non-motor MAPs have been cloned in genetically
accessible organisms, little is known about whether or not these proteins
are essential for cell function. In one of the few genetic approaches to
MAP function to date, Pereira et al. (1992) reported that Drosophila
strains homozygous for a deficiency covering the 200 kd MAP are viable
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and show no phenotype. The notion that the cytoskeleton harbors
considerable functional redundancy is also supported by studies on actin-
binding proteins, discussed below.
Actin-binding proteins
Many accessory proteins with actin-binding activity in vitro have
been identified from various cell types. Their in vitro activities include
many more than currently known for MAPs: capping of the barbed end
(e.g. cap42), nucleation of assembly (e.g. ponticulin, fragmin), severing of
filaments (e.g. villin, gelsolin, severin), crosslinking or bundling of
filaments (e.g. villin, a-actinin, filamin), mechanical force production
(myosins), and monomer sequestration (e.g. profilin, thymosin 34). Often
the same protein displays more than one of these activities and is subject
to regulation by other molecules, as for instance calcium/calmodulin, or
polyphosphoinositides.
More recently, efforts have concentrated on elucidating the in vivo
function of these various actin-binding proteins. Disruption of genes
encoding various actin binding proteins in Saccharomyces cerevisiae and
Dictyostelium discoideum have shown that some actin binding proteins
are essential for viability (i.e. cofilin in yeast; Moon et al., 1993) while
others are not and their disruption results in no phenotype (i.e. a-actinin,
gelation factor in D. discoideum; Witke et al., 1992). The lack of a
disruption phenotype raises the possibility that more than one protein can
perform the same function in the cell and that they can substitute for
each other.
An alternative to gene disruption for assessing function is
overexpression or ectopic expression of the protein of interest. In animal
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cells (CV1 cells), overexpression of gelsolin leads to disappearance of
stress fibers. Expressing only the N-terminal half of gelsolin (which is
involved in calcium regulation of activity) is lethal (Finidori et al., 1992).
Ectopic expression of villin in fibroblasts leads to the formation of
microvilli on the cell surface (Friederich et al, 1989; Franck et al., 1990).
These results suggest that the in vitro activities of gelsolin and villin are
relevant to their in vivo function and that these proteins can modulate the
actin network in cells. These proteins are, therefore, potential regulators
of cell shape.
Many models for actin-based cell motility have been proposed. The
force for cell advancement could be derived from any combination of actin-
based motors, polymerization of actin filaments, and gel-sol transitions
which give rise to gel osmotic pressure, among others (Oster, 1989).
Actin-binding proteins could play a crucial role in the generation of
several of these forces. For instance, actin solutions in vitro change their
visco-elastic properties (Janmey, 1991) from a gel to a sol (liquid). Similar
gel-sol transitions of cortical actin filaments have been proposed to
account for a variety of observations in vivo (Bray and White, 1988). The
visco-elastic properties of actin are determined in large part by the length
of the filament and the extent of cross-linking among filaments (Janmey,
1991). Both of these properties (filament length and cross-linking) are
most likely controlled by actin binding proteins. The regulation of their
activity can, therefore, change the properties of the network and lead to
shape change.
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The chicken erythrocyte as a model system
Meves (1904, 1911; ref. in Behnke, 1970) described a structure in
amphibian erythrocytes which he called "Randreifen" or marginal band.
From stained specimens, Meves described the marginal band as being
composed of fibrillar elements encircling the erythrocyte at its periphery.
He observed that the shape of the cell was distorted in response to a
variety of stresses but returned to the original flattened elliptical shape
when the stress was discontinued. Meves ascribed these observations to
the elasticity of the marginal band and concluded that the marginal band
determined the shape of the cell: "Es ist erhebt fiber jeden Zweifel, daB
wir in dem Randreifen ein festes und elastisches Gebilde vor uns haben,
und daB der Randreifen es ist, welcher die Form der roten Blutkrperchen
bedingt" [It is beyond any doubt that we have in front of us in the
marginal band a firm and elastic structure, and that it is the marginal
band which causes the shape of the red blood cells (Meves, 1911 in
Behnke, 1970).] Since then, much work has aimed at elucidating the
structure and function of marginal bands.
Chicken erythrocytes are nucleated disk-shaped cells which contain
a ring of microtubules, called the marginal band, at the equator. The
microtubules of the marginal band are stable to nocodazole treatment and
are not associated with a MTOC. In these respects, they are similar to the
microtubules of neuronal cells. In fact, microtubules in many postmitotic,
terminally differentiated cells might differ in their properties from those
of cultured cells which need to re-organize their microtubule network
drastically during the cell cycle from interphase arrays to mitotic spindles
and back to interphase arrays. Studying the cytoskeleton of the chicken
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erythrocyte, therefore, could prove relevant to understanding the
cytoskeletons of terminally differentiated cells in general (Solomon, 1988).
The simplicity of the chicken erythrocyte makes this cell a good
model system. Compared to neurons, the asymmetry of chicken
erythrocytes is extremely simple: cross-sections parallel and
perpendicular to the marginal band are elliptical. They display the
overall shape of a disk-shaped ellipsoid. One can obtain large numbers of
identical cells from chicken blood. The microtubule organization is also
simple by comparison. All microtubules are contained in the marginal
band and there are no heterogeneous regions in the cell that differ in
microtubule organization. This microtubule structure is, therefore, under
tight spatial control. It is also under tight quantitative control: there is
always close to the same number of microtubule profiles in chicken
marginal bands (10-14) (Miller and Solomon, 1984). We are interested in
understanding this differentiated cytoskeleton in detail, in particular the
molecular basis for the quantitative and qualitative control of its
microtubule organelle. In addition, erythropoietic precursors are easily
available from the circulation of chicken embryos and allow us to study
not only the maintenance, but also the establishment of the differentiated
cytoskeleton of this cell.
The non-tubulin cytoskeleton of the mature chicken erythrocyte
How is the cytoskeleton of the avian erythrocyte put together?
Avian erythrocytes contain all three cytoskeletal networks (microtubules,
microfilaments, and intermediate filaments), in contrast to mammalian
erythrocytes which lack microtubules and intermediate filaments at their
mature stages. The actin organization is similar to that described in
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detail for the membrane skeleton of mammalian erythrocytes (Branton et
al., 1981; Bennett, 1982) which consists of an extensive spectrin-actin
network underlying the membrane.
Briefly, the membrane skeleton of human erythrocytes consists of
10-20 polypeptides, the bulk of which (-75%) is contributed by spectrins.
The spectrins are long molecules which form dimers. In the cell, spectrin
dimers most likely associate into tetramers by head-to-head association.
From in vitro studies with purified components as well as inside-out
vesicles, the following picture of the organization of the membrane
skeleton has emerged: Spectrin dimers bind to oligomers of actin, an
interaction which is enhanced by protein 4.1. There are at least two ways
that the spectrin-actin network is linked to plasma membrane proteins.
The first is through the spectrin binding protein ankyrin which also binds
the anion exchange protein band 3. The second is through the binding of
band 4.1 to the transmembrane protein glycophorin. The exact
interactions of other membrane cytoskeleton components is less well
understood.
The membrane skeleton of mammalian erythrocytes plays an
important structural role because mutations in the constituent proteins
cause disease: for instance, three different mutations giving rise to
hemolytic anemias in the mouse have been found to be deficient in a-
spectrin, -spectrin, and ankyrin, respectively (Bodine et al., 1984). The
organization of the membrane skeleton in chicken erythrocytes has been
studied much less extensively, but appears essentially identical to that of
mammalian erythrocytes (Lazarides, 1987). In chicken erythrocytes, F-
actin is found in the membrane skeleton and, additionally, concentrated
in the position of the marginal band (Kim et al., 1987). It is unknown
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exactly how the F-actin in the position of the marginal band is organized
or whether or not it interacts with microtubules, since it cannot be easily
visualized in electron micrographs.
Avian erythrocytes also contain an intermediate filament network
which is composed of vimentin with associated synemin (Granger et al.,
1982; Granger and Lazarides, 1982). When erythrocytes on coverslips are
lysed hypotonically and then disrupted by sonication, the nucleus and
much of the cytoplasm is removed. Some of the intermediate filaments,
though, are left behind. Platinum replicas of these sonicated
cytoskeletons show that intermediate filaments are found in an elliptical
patch between nucleus and plasma membrane (Granger et al., 1982;
Granger and Lazarides, 1982). Georgatos and Blobel (1987) provided
evidence by in vitro binding studies of isolated bovine lens vimentin to
avian erythrocyte membranes that both the nucleus and the plasma
membrane contain vimentin binding sites and that vimentin binds to
these two sites with different domains.
In platinum replicas, the distribution of vimentin filaments and
microtubules appeared complementary (Granger and Lazarides, 1982).
Since these preparations were significantly disrupted and did not contain
the full complement of intermediate filaments, it is not possible to
conclude firmly that intermediate filaments and microtubules occupy
complementary domains in the intact cell.
The marginal band of disc-shaped blood cells
Disc-shaped blood cells, including non-mammalian nucleated
erythrocytes and mammalian and non-mammalian platelets, contain
marginal bands at their equator (Fawcett and Witebsky, 1964; Behnke,
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1970a). The number of microtubule profiles found in cross-sections of
marginal bands from erythrocytes of several species is highly conserved
within each species, but different among different species (Goniakowska-
Witalinska and Witalinski, 1976). The number of microtubules per band
correlates positively with the size of the cell.
Starting with the first descriptions of marginal bands in disc-
shaped blood cells, workers speculated how the disc-shape is maintained
and what role the marginal band plays in the maintenance of this shape.
This question can be addressed by observing the shape of blood cells
whose marginal bands are depolymerized by cold treatment (Behnke,
1970b). The results differ among different blood cells. Cold treatment for
one hour leads to disassembly of microtubules in platelets and
concomitant loss of disc-shape. The cells become spherical. Upon
rewarming, microtubules repolymerize. Many cells assume a lentiform
shape again, and in these cells microtubules reform a marginal band.
Some platelets, though, become spindle-shaped. In these cells,
microtubules are organized in arrays parallel to the long axis of the cell
rather than in a marginal band (Behnke, 1970b). The organization of
microtubules, therefore, correlates with the final shape of the cell.
The microtubules of frog erythrocytes are resistant to cold
depolymerization and the shape of the cell does not change. Chicken
erythrocytes lose their microtubules in the cold, but remain disc-shaped.
In mature chicken erythrocytes, therefore, microtubules are not
responsible for maintaining the lentiform shape of the cell. The
erythrocytes from dogfish behave identically to those of chicken, i.e. the
flattened elliptical shape is maintained in the absence of microtubules
(Cohen et al., 1982). Joseph-Silverstein and Cohen (1984) demonstrated
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that the marginal band still fulfills a role in mature dogfish erythrocytes
since cells containing microtubules are better able to withstand
deformation caused by fluxing through a capillary tube than cells without
microtubules.
MAPs in marginal bands
In electron micrographs of marginal bands of some species (duck,
horse shoe crab, newt, dog fish, blood clams, toad) crossbridges which
seem to connect adjacent microtubules to each other can be seen (Behnke,
1970a; Nemhauser et al., 1980, 1983; Monaco et al., 1982; Cohen et al,
1982; Centonze and Sloboda, 1986). This suggests that at least in some
marginal bands there exist MAPs which mediate microtubule-microtubule
interactions. Three major approaches-- alone and in combination-- have
been used in attempts to identify MAPs in the marginal bands of various
cells. Several groups have used antibodies to the known neuronal MAPs
(MAP2 and tau) in order to identify crossreacting proteins (Sloboda and
Dickersin, 1980; Murphy and Wallis, 1983). Others have isolated
marginal bands and started an analysis of the polypeptides found in the
preparations (Cohen et al, 1982; Monaco et al., 1982; Sanchez et al.,
1990). A third approach is to look for proteins in nucleated erythrocytes
which bind to tubulin or microtubules (Centonze and Sloboda, 1986;
Stetzkowski-Marden et al., 1991; Feick et al., 1991).
In chicken erythrocytes, a 280 kd protein which shares an epitope
with MAP2 was identified and named syncolin (Feick et al., 1991).
Antibodies elicited to this protein do not recognize brain MAP2. These
antibodies stain the position of the marginal band. Purified syncolin co-
sediments with microtubules in vitro and induces their bundling, but does
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not promote polymerization of microtubules. Syncolin might, therefore,
provide microtubule-microtubule links in the marginal band. This issue
needs to be studied more extensively since microtubule crosslinkers were
not observed in chicken erythrocyte marginal bands nor are they required
for marginal band reformation (Swan and Solomon, 1984; Swan, 1985; see
below). Proteins sharing epitopes with tau have also been identified in
chicken marginal bands (Murphy and Wallis, 1985; Sanchez et al., 1991).
Further experiments are needed to establish how closely these proteins
resemble brain tau proteins and what their function in the marginal band
is.
Stetzkowski-Marden et al. (1991) report that two proteins of
molecular weight 78 kd and 48 kd that are components of chicken
erythrocyte plasma membrane preparations bind tubulin in gel overlay
assays. Antibodies to both of these proteins bind the marginal band. In
addition, the staining of the marginal band with the anti-78kd antiserum
remains after cold depolymerization of microtubules. This result is
reminiscent of results obtained for the antigen identified by Birgbauer
and Solomon (1989; see below). It is clear that chicken erythrocytes
contain multiple proteins that interact with microtubules in vitro and
which might function to organize the marginal band.
Determinants of the chicken erythrocyte marginal band
As described above, about 10-14 microtubules are found in a tight
bundle encircling the cell's periphery at the equator. In order to
understand the organization of the marginal band microtubules, Miller
and Solomon (1984) analyzed the kinetics and intermediates of marginal
band re-formation after cold depolymerization of microtubules. They
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found that microtubules repolymerized in a peripheral position and a
complete marginal band consisting of about 10 microtubule profiles
reformed. At early time points after rewarming, incomplete marginal
bands could be observed, consisting of one or two microtubules encircling
only a fraction of the perimeter. No multiple short microtubules were
observed. Rather a single microtubule completed the full perimeter before
multiple profiles could be observed. Microtubule assembly, therefore,
appears to initiate at a single site at the periphery and growth appears to
occur from one or two growing ends only. A specific structure associated
with the single initiating site could not be identified ultrastructurally. It
thus appears that assembly is controlled and guided by dispersed
elements localized at the periphery of the cell. Marginal band
microtubules of other species, on the other hand, can be nucleated from a
centrosome which also directs their regrowth after cold depolymerization
(Nemhauser et al., 1983).
Swan and Solomon (1984) found that detergent-extracted chicken
erythrocyte cytoskeletons devoid of microtubules still support faithful
regrowth of marginal band microtubules from exogenously added calf
brain tubulin. The information specifying where to assemble how many
microtubules is still present after detergent extraction and
depolymerization of microtubules. In addition, the erythrocyte specific 3-
tubulin is not necessary for the reformation of the marginal band. Swan
and Solomon concluded that there exist proteins that interact with
microtubules, but which are not solubilized when microtubules
disassemble. Furthermore, no MAPs which could provide microtubule-
microtubule linkages are detectable in the added brain tubulin. Thus,
microtubules can reform a marginal band solely by interactions with
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insoluble components. These "insoluble" MAPs serve as determinants of
the marginal band microtubules. The direct identification of these
proteins, though, has proven difficult (Swan, 1985).
In an attempt to identify "insoluble MAPs" like the one predicted
from Swan and Solomon (1984), Eric Birgbauer carried out a monoclonal
antibody screen for marginal band components. As an antigen, he used
MAPs isolated from chicken brain. He identified one monoclonal
antibody, called 13H9, which stained the position of the marginal band
(Birgbauer and Solomon, 1989). This antigen was also present in the
position of the marginal band after cold depolymerization of microtubules.
It thus has some of the properties expected for the determinant of the
marginal band. A substantial part of this dissertation is concerned with
the characterization and identification of the 13H9 antigen in chicken
erythrocytes (Chapters 3 and 4).
Formation of the marginal band during development and
establishment of the flattened elliptical cell shape
Mature erythrocytes develop from erythropoietic precursors which
are mitotic and spherical. Flattening to a disk-shaped occurs after the
final mitosis. In vertebrates, there are two series of erythropoiesis. The
primitive series constitutes the first transient population of erythropoietic
cells of the developing embryo. These cells are formed in the blood islands
of early embryos, released into the circulation between day one and two of
development, and develop synchronously in suspension (Small and
Davies, 1972). Fairly synchronous populations of erythropoietic
precursors can, therefore, be isolated from the circulation of early chicken
embryos. The second, definitive series of erythropoietic cells constitutes
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the permanent erythroid population and persists into adulthood. In
chicken, the first definitive cells start to appear in the circulation around
day 5 of development. The definitive series maintains a stem cell
population which resides initially in the fetal liver and later in the bone
marrow. As a consequence, only mature erythrocytes are in circulation at
later stages of development and in adults. Cells obtained from the bone
marrow are always mixed populations at various stages of erythropoietic
maturation.
Barrett and Dawson (1974) provided one of the first reports about
microtubule organization and shape of immature erythropoietic cells of
the chick. They found that bone marrow cells from chicks consist of a
mixture of spherical, flat, and flat elliptical cells. The flat cells become
spherical in the cold. Upon rewarming, they resume a disk-shape.
Microtubules, therefore, seem to be responsible for establishing and
maintaining the disk-shape of immature cells. In flat elliptical cells in
adults and chicks, on the other hand, other components of the
cytoskeleton appear sufficient for maintaining the shape in the absence of
microtubules. Barrett and Dawson (1974) also reported that immature
cells contain more microtubule profiles per marginal band than mature
cells. In addition, microtubules in immature cells depolymerize faster in
the cold than do microtubules of mature cells. This indicates that the
microtubules of immature and mature cells might differ in some of their
properties.
Kim et al. (1987) analyzed the marginal band of primitive chicken
red blood cells obtained from the circulation of embryos between day 2
and day 5 of development. Microtubules in the earliest cells are found in
diffuse cytoplasmic arrays. Occasionally, centrioles can be detected in
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these early cells. Later, several bundles of microtubules are found near
the plasma membrane. By day 4 of development, almost all microtubules
are found in a single peripheral bundle. The occurrence of this single
bundle of microtubules coincides with the flattening of the cell to a disk-
shape. A similar sequence of events was described for immature
definitive cells obtained from bone marrow (Murphy et al., 1986).
According to Kim et al. (1987), the properties of microtubules change
during the development of the red blood cell: microtubules of immature
cells share many properties with microtubules of cultured cells, while
microtubules of mature cells have different properties. For instance,
microtubules of immature cells are susceptible to nocodazole-induced
depolymerization while microtubules of mature cells are not; regrowth of
marginal bands after microtubule depolymerization is faithful in adult
cells (see Miller and Solomon, 1984) while in immature cells it is not.
These results suggested that lateral interactions become increasingly
important during the maturation of the marginal band. The question of
how the position of the marginal band becomes specified during
development is the subject of Chapter 2 of this dissertation.
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The ERM-proteins: ezrin, radixin, and moesin
As mentioned briefly above, Birgbauer and Solomon (1989)
identified a monoclonal antibody, 13H9, which binds to the position of the
marginal band even in the absence of microtubules. They reported that
13H9 bound to a protein called ezrin which had been previously identified
by Bretscher (1983). This section summarizes some of what is known
about ezrin and about two highly related proteins, radixin and moesin.
Ezrin was purified from intestinal brush border microvilli and
represented a minor stoichiometric component (Bretscher, 1983). Ezrin is
detected in other cell types besides intestinal brush border using
antibodies raised to purified chicken intestinal ezrin, where it is
concentrated in particular in actin-rich surface structures. Gould et al.
(1989) and Turunen et al. (1989) cloned ezrin from human cells. The
predicted molecular weight of ezrin is only 69 kd, even though ezrin
shows migration around 80 kd on SDS-PAGE. This anomalous migration
is unlikely to be due to posttranslational modifications, since in vitro
translated ezrin using the ezrin clone migrates at 80 kd as well (Gould et
al., 1989). Sequence analysis shows that ezrin is very hydrophilic (38.5%
charged amino acids; pI 6.15) and predicts that the carboxy terminal
region, amino acids 300-366, forms an alpha helix.
The sequence of ezrin contains a region of homology with band 4.1:
there is a 34% amino acid identity between the amino terminal 260 amino
acids of ezrin with the amino terminal 240 amino acids of band 4.1. In
addition, this region of ezrin shows 23% amino acid identity to the amino
terminal domain of talin (Rees et al., 1990). The region of band 4.1 which
shows homology to ezrin and talin has been implicated in the
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polyphosphoinositide sensitive binding of band 4.1 to glycophorin in vitro
(Leto et al., 1986, although the actual data are not presented; Anderson
and Marchesi, 1985).
Two cDNAs highly related to ezrin were identified at the end of
1991 (Lankes and Furthmayr, 1991; Funayama et al., 1991). Both moesin
(Lankes and Furthmayr, 1991) and radixin (Funayama et al., 1991) are
about 72% identical on the amino acid level to ezrin over their entire
lengths (see Figure 1-1). The amino terminal halves show more than 80%
identity. Figure 1-1, in addition, shows the domain structure of several
other proteins which share homology with the membrane-binding domain
of band 4.1. Based on this sequence homology and immunolocalization
studies, members of this family are thought to play a role as membrane-
cytoskeleton linkers.
The moesin cDNA (Lankes and Furthmayr, 1991) was obtained
from an expression library using a monoclonal antibody which had been
raised against a putative heparin receptor from endothelial cells (Lankes
et al., 1988). Since the amino acid composition of the isolated heparin-
binding protein does not match the predicted amino acid sequence of the
moesin clone, moesin and the heparin-binding protein most likely share
only the epitope of the antibody used for the library screening.
Radixin was isolated as a component of liver adherens junctions
(Tsukita et al., 1989) and antibodies raised to the purified protein stain
adherens junctions in frozen sections from a variety of tissues. These
same antibodies also decorate the cleavage furrows of cultured cells (Sato
et al., 1991). Tsukita et al. (1989) isolated liver adherens junctions and
prepared low salt extracts from them. These low salt extracts contained
10 polypeptides, among them known adherens junction proteins such as
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Figure 1-1. Domain comparison of members of the band 4.1 superfamily.
Domains of homology are separated into boxes. The numbers refer to the
amino acid residue of the predicted protein sequence. Percentages
indicate extent of identity between dashed lines.
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actin, vinculin, and a-actinin. When these extracts were further
fractionated over DNAseI-actin columns, a protein of 82 kd bound and
could be eluted with high KC1 buffers. This protein, named radixin,
showed barbed end capping activity in vitro. As far as I can conclude
from the somewhat vague Materials and Methods sections of these papers,
the antibody (with the above described staining patterns) was raised to
the 82 kd band cut from gels after running the low salt extract on SDS-
PAGE rather than from radixin further fractionated on DNAse-actin
columns. It is, therefore, possible that radixin does not have the barbed
end capping activity ascribed to it, but rather it is due to a co-migrating
protein.
As can be expected from the high degree of sequence conservation
among the ERM-proteins (ezrin, radixin, moesin), most antibodies raised
to individual proteins cross-react extensively (Bretscher, 1989; Lankes
and Furthmayr, 1991; Sato et al., 1992). The identity of numerous
proteins which were identified as ezrin-related based on antibody
reactivity needs to be established (Birgbauer and Solomon, 1989; Goslin
et al., 1989; Everett and Nichol, 1990; Hanzel et al., 1991). Bretscher and
co-workers obtained antibodies specific to either moesin or ezrin by cross-
absorption. Immunostaining using these reagents shows that ezrin and
moesin co-localize to a considerable extent in certain cultured cells, for
instance in the microvilli of A431 cells (Franck et al., 1993), while in
tissue sections, moesin and ezrin show little overlap (Berryman et al.,
1993). Rather, as a first approximation ezrin is found highly expressed in
epithelial cells while moesin shows high expression in endothelial cells.
Staining with specific anti-radixin antibodies has not been published.
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Chapters 3 and 4 of this dissertation characterize the ERM-proteins in the
chicken erythrocyte.
Many of the ERM proteins are phosphoproteins. Hunter and co-
workers identified a tyrosine kinase substrate (p81) by analyzing proteins
which become tyrosine phosphorylated upon EGF stimulation of A431
cells (Hunter and Cooper, 1981). This p81 phosphoprotein shows
crossreactivity with Bretscher's anti-ezrin antibodies (Gould et al., 1986).
EGF-stimulated A431 cells start to develop microvilli in 30 seconds and
vigorous membrane ruffles in 2-5 min of EGF application and eventually
round up for cell division. Ezrin is redistributed to microvilli and
membrane ruffles after EGF stimulation with a similar time course to
that of phosphate incorporation (Bretscher, 1989). The phosphorylated
ezrin ( 10% of total ezrin) does not show differences in cytoskeletal
association by fractionation from unphosphorylated ezrin (50% is
cytoskeleton associated). The functional importance of this
phosphorylation event, therefore, remains unknown. Using specific cross-
absorbed antibody reagents, Franck et al. (1993) showed that it is in fact
ezrin which becomes phosphorylated in A431 cells, while moesin does not
incorporate phosphate label. Krieg and Hunter (1992) mapped the
tyrosine phosphorylation sites on ezrin in A431 cells to tyr145 and tyr353.
Tyr 145 is conserved in moesin and radixin as well.
Other examples in which ezrin-like proteins are phosphorylated
include the 80K phosphoprotein of cAMP-stimulated parietal cells
(Hanzel et al., 1989), an 80 kd protein in RSV-transformed cells (Linder
and Burr, 1988), and an 81 kd phosphoprotein in T cells (Egerton et al.,
1992). Fazioli et al. (1993) identified ERM proteins as phosphoproteins by
screening an expression library with polyclonal antibodies which were
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raised to NIH3T3-proteins bound to an anti-phosphotyrosine affinity
column. Ezrin was phosphorylated in 3T3 cells by EGF and PDGF
stimulation, while radixin was only phosphorylated by PDGF stimulation
and moesin by neither. In addition, they found that ezrin is expressed at
very high levels and extracellularly in a chemically induced mouse
sarcoma. These findings raise the possibility that the activity of the ERM
proteins are regulated by phosphorylation.
Two groups have identified a candidate tumor suppressor gene for
neurofibromatosis 2 which is related (45% identity) to the ERM-proteins
(Trofatter et al., 1993; Rouleau et al., 1993), called merlin/schwannomin.
Neurofibromatosis 2 patients suffer from multiple nervous system tumors,
such as schwannomas and meningiomas. Since tumor cells frequently
show abnormal cytoskeletal arrangements and proteins such as talin and
vinculin have been implicated in some cancer phenotypes (Pasquale et al.,
1986; Schaller et al., 1992; Rodriguez Fernmndez et al., 1993), it is
intriguing to consider the mechanisms which might link a cytoskeletal
protein to cancer.
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Chapter 2
Cytochalasin D Induces Asymmetry in Embryonic
Chicken Erythroblasts: Microtubules as a Driving Force
for Morphological Change
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Introduction
The expression of a characteristic asymmetric morphology is one of
the hallmarks of a differentiated cell. An issue of fundamental
importance is understanding how these detailed asymmetries of
differentiated cells are arrived at during development. The mechanics of
morphological differentiation clearly depend upon the cytoskeleton.
Morphological correlations and drug interference experiments strongly
implicate a role for both microtubules and microfilaments (Porter, 1966;
Goldman and Knipe, 1973).
More problematic is identifying the information which specifies a
particular cell shape. In several systems, the ability of specific
extracellular factors - either diffusible or substrate-attached - to influence
cell shape has been rigorously demonstrated (Weiss, 1958; Lander 1989).
But it is also clear that some of the information specifying cell shape must
come from within the cell: to distinguish the generic morphologies of one
cell type from another, and to specify some of the unique properties of
individual cells (Ramon y Cajal, in Jacobson, 1978; Albrecht-Buehler,
1977; Solomon, 1979,1981). In every case, there must exist cellular
mechanisms for transducing information - intracellular or extracellular -
into cytoskeletal function.
We are studying the origins of cellular asymmetry in the chicken
red blood cell. The asymmetry displayed by these cells is subtle
compared, for example, to that expressed by neurons extending processes:
during differentiation, the spherical precursor becomes a lentiform cell
organized relative to the marginal band, a bundle of microtubules circling
the cell's periphery in one plane. Nevertheless, this unambiguous
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morphological differentiation provides many properties of a good model
system. The developing cells are available in large and roughly
synchronous populations. At maturity, all cells display the same
morphology in striking detail. Most importantly, though, this
differentiation occurs largely in suspension, in unattached cells which are
free to tumble (Small and Davies, 1972) and so are isolated from
gradients or extracellular contacts.
The properties of this system allow one to ask which intracellular
elements specify the position of the marginal band, and so contribute to
the morphogenesis of the red blood cell. Here we show that cytochalasin
D induces developing red blood cells to express highly asymmetric
morphologies, including elongated cell bodies and long processes. The
results suggest that the driving force for these shape changes comes from
microtubules and is normally counteracted by F-actin structures in the
cell. The capacity to change shape is lost as the cells mature. These
results support and extend models for marginal band formation and
morphological differentiation of red blood cells that depend upon the
properties of microtubules (Birgbauer and Solomon, 1989) and may apply
to other situations where cells or parts of cells change shape by extension
rather than by contraction.
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Materials and Methods
Materials
Fertilized eggs were purchased from SPAFAS (Norwich, CT) and
incubated from 2 to 7 days in an Humidaire egg incubator (model 80; The
Humidaire Incubator Co., New Madison, OH). Cytochalasin D (CCD),
nocodazole and taxol were kept frozen is stock solutions in DMSO. They
were added to cells as 1000-fold dilutions of these stocks. This
concentration of DMSO was routinely included in the control preparations
and had no effect on cell morphology. Cytochalasin D and nocodazole
were purchased from Aldrich Chemical Co., Inc. (Milwaukee, WI). Taxol
was kindly provided by Dr. M. Suffness, Bethesda, MD.
Preparation of cells
The preparation of embryonic red blood cells was as described
earlier (Kim et al., 1987). After the isolation, cells were washed twice in
PBS (171 mM NaCl, 3.35 mM KC1, 10.1 mM Na2 HP0 4, 1.84 mM
KH2PO4, pH 7.2) plus 0.025 M glucose (PBS/glucose) at 380C, by
centrifugations of 4 minutes at 500 rpm in an IEC model HN-S centrifuge.
Dissected cells were sometimes fixed before the centrifugations (referred
to as "freshly dissected" in the Results) or right after the second
centrifugation. Cells were then incubated at 380C for 30 to 60 minutes in
PBS/glucose with either a) 0.1% DMSO for control cells, b) 0.1 ,ug/ml CCD,
c) 1 ug/ml nocodazole, or d) 5 ,ug/ml taxol. Cells were then plated on glass
coverslips for 5 minutes and subsequently fixed for 30 minutes in 3.7%
formaldehyde/PBS. Coverslips were mounted in 90% glycerol/PBS and
viewed in a Zeiss Universal microscope under phase optics. When cells
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were fixed in suspension instead, formaldehyde was added from a 37%
stock to give a final concentration of 3.7%. These cells were mounted in
cell chambers (Solomon, 1980) for viewing.
Inhibition and reversal experiments
For the inhibition experiments, cells were prepared as described
above and incubated for 30 minutes in either 1 gg/ml nocodazole or 5
plg/ml taxol; subsequently CCD was added to a final concentration of 0.1
pg/ml for another 30 minutes, and the cells processed further. For the
reversal experiments, cells were incubated for 30 minutes in 0.1 pg/ml
CCD, pelleted at 500 rpm for four minutes in an IEC model HN-S
centrifuge and resuspended in medium containing either 0.1% DMSO or 1
pg/ml nocodazole for 30 minutes.
Time course studies
Cells which had been washed twice were mounted in live-cell
chambers in PBS/glucose medium for photography and videotaping. The
medium was then exchanged with PBS/glucose containing 0.1 pg/ml CCD.
The field was either filmed for 60 minutes or photographed at intervals.
During the entire course of the experiment, the microscope stage was kept
at 380C using an air curtain incubator (Sage Instruments, Model 279).
Preparation of cells for immunofluorescence
Cells were plated on coverslips for five minutes, extracted for ten
seconds in 0.01% NP-40 in 0.1 M Pipes, 2 mM EGTA, 1 mM magnesium
sulfate, 2 M glycerol, pH 6.9 (PM2G) and 5 pg/ml taxol, fixed for 30
minutes in 3.7% formaldehyde/PM2G and permeabilized for 15 minutes in
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0.1% NP-40/PBS. Immunofluorescence staining of coverslips was as
previously described (Kim et al., 1987). FITC-conjugated goat anti-rabbit
Ig was obtained from Organon Teknika-Cappel (Malvern, PA).
Rhodamine-labeled phalloidin was obtained from Molecular Probes Inc.
(Junction City, OR). Coverslips were mounted in gelvatol mounting
medium containing 15 mg/ml 1,4-diazobicyclo[2.2.2]octane (Johnson et al.,
1982), obtained from Aldrich Chemical Co. (Milwaukee, WI).
Photography was performed on a Zeiss Axioplan microscope using a 100x
lens (1.3 NA) with Kodak Tri-X film.
Preparation of cells for electron microscopy
For electron microscopy, cells were washed twice as described
above, incubated in medium containing 0.1 gg/ml CCD for 60 minutes and
allowed to attach to tissue culture dishes for ten minutes. They were
fixed in 2% glutaraldehyde and 0.2% tannic acid for 45 minutes, and then
postfixed in 1% OSO4. After washing and dehydration, the cells were
imbedded in Epon. Thin sections (700 A) were viewed on a Philips 201
electron microscope. The electron microscopy was done in collaboration
with P. Riley (M.I.T.).
Detergent-extraction for Western blots
To quantify assembled and unassembled tubulin pools, cells were
extracted in NP-40 under microtubule-stabilizing conditions as previously
described (Solomon, 1979; Swan and Solomon, 1984) and the remaining
pellet dissolved in 8M urea. Aliquots representing equivalent proportions
of the two fractions were separated on 7.5% SDS-PAGE gels, blotted onto
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nitrocellulose paper and probed with anti-tubulin antiserum 429 and 125I-
protein A.
Results
Morphological differentiation of chicken erythroblasts and
formation of the marginal band
The experiments presented in this chapter address mechanisms for
the morphological differentiation of chicken red blood cells. The events
along this morphogenetic pathway in embryonic cells have been
characterized in considerable detail (Small, 1969; Small and Davies, 1972;
Bruns and Ingram, 1973; Kim et al., 1987). To summarize, the first
hemopoietic cells of the chick embryo, the primitive series, develop in the
yolk sac as aggregates of cells attached to the vessel walls (called blood
islands). During the second day of development, they are released into
the circulation as free cells. These cells develop roughly synchronously
and can be obtained as fairly homogeneous populations between days two
and six of development. The earliest embryonic red blood cells obtainable,
from day 2 embryos, are essentially spherical, typical for cells in
suspension. In some cells among these earliest populations individual
microtubules appear to radiate from a microtubule organizing center
throughout the cell. However, beginning already on day 2 of
development, bundles of microtubules appear in the cytoplasm. These
bundles contain between two and twenty microtubules and traverse the
cytoplasm in several planes. By day 4 of development, the microtubules
in most of the red blood cells are confined to one circumferential and
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Figure 2-1. Microtubule intermediates during chicken primitive series
erythropoiesis.
Red blood cells from day 3 cells were stained with an anti-tubulin
antibody (429). The top row shows examples of diffuse microtubule
arrays, the middle row examples of several microtubules bundles coursing
through the cytoplasm near the periphery, and the bottom row examples
of marginal bands containing most but not all of the cell's microtubules.
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peripheral structure, in one plane, similar to the marginal band
characteristic of the adult cells (Figure 2-1). This change in microtubule
organization is accompanied by a change in cell morphology. The later
primitive series cells (days 4 to 7) are disc-shaped. The microtubules
align with the largest circumference of these cells. Marrow-derived
discoid erythroblasts become spherical when treated with microtubule-
depolymerizing drugs (Barrett and Dawson, 1974), suggesting that their
discoid shape requires intact microtubules.
The mature erythrocyte's marginal band is also localized to the
position of the largest circumference. Those cells are lentiform, rather
than discs, and sections both parallel and perpendicular to the plane of
the marginal band are elliptical.
Effects of cytochalasin D on the morphology of embryonic red
blood cells
When embryonic red blood cells from day 2 embryos are fixed
directly after the dissection of the blastodisc (see Materials and Methods),
at least 95% of the cells are essentially spherical, although they are
covered with blebs. After two centrifugations and resuspensions (to wash
the cells), at least 90% of cells from day 2 embryos are still spherical.
However, after incubation for 30 minutes in 0.1 ,ug/ml CCD, many red
blood cells are no longer spherical. Instead, they have elongated, and
appear pointed, spindle-shaped, or polygonal. Many extend processes, as
long as five times the diameter of the cell body. This shape change occurs
rapidly (see below), and after the first 30 minutes the proportion of cells
displaying altered morphologies does not increase. Examples of the
shapes of CCD-treated cells from day 2 embryos are shown in Figure 2-2,
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Figure 2-2. Induction of asymmetric morphologies in red blood cells from
day 2 embryos
Phase micrographs of day 2 red blood cells showing control cells in (a) and
examples of the sorts of asymmetric morphologies observed after CCD-
treatment in (b) - (k). (b) and (c) are examples of cells which remained
round, but extended slender processes. (d) and (e) are examples of cells
which became polygonal and developed three pointed corners, while (f)
shows a cell with two pointed corners (spindle-shaped) and (g) shows a
cell with one pointed end (tear-drop shaped). (h) - (k) are examples with
one to three pointed ends as well as long slender processes. The processes
frequently emerge from the pointed ends (see (h), (j) and (k)). In (i), there
are several processes which emerge from other sites of the cell.
Bar = 10 m.
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b-k. We identify a wide variety of morphologies in these cells which can
be grouped into three classes: 1. Cells remain round, but develop long
processes (Figure 2-2 b,c). 2. Cells elongate and develop one or more
pointed ends (Figure 2-2 d-g). 3. Cells elongate and develop pointed ends
as well as processes (Figure 2-2 h-k). In some experiments, as many as
80% of the cells change shape as a response to CCD. In contrast, parallel
incubations in the same buffer have no effect on the shapes of washed day
2 red blood cells, either in the presence or absence of DMSO, the solvent
for CCD (Figure 2-2a and Figure 2-3 "mech").
It seems likely that all of the classes of morphological changes are
the consequences of the same mechanism, since they behave alike in a
variety of circumstances (see below). Therefore, to quantify shape change
among embryonic red blood cells, we counted all of the altered
morphologies as equivalent. Average values from multiple experiments
are presented in Figure 2-3.
The ability of red blood cells to change shape depends upon their
developmental stage
The proportion of cells changing shape in response to CCD declines
after day 3, from about 50% of the cells to about 15% on day 6 and less
than .5% on day 7 (Figure 2-3). The response to the washing procedure
also varies with time. The frequency of cells that change shape in these
"control" populations increases from about 5% on day 2 to about 20% on
day 5; freshly dissected cells from each stage, fixed immediately, do not
show shape changes. At subsequent stages, both control and CCD-
induced values decline, and become essentially zero at day 7 (Figure 2-3).
Micrographs of washed cells, from day 3 through day 6 embryos, are
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Figure 2-3. Shape change as a function of development.
Response of embryonic red blood cells at various ages to mechanical
manipulation ("mech", solid bars) and CCD ("CCD". hatched bars). The x-
axis shows the embryonic age in days of the embryos from which the red
blood cells were obtained. The y-axis shows the percentage of cells which
underwent a shape change. For days 2-4, the mean of at least ten
experiments is plotted. For days 5-7, the mean of at least four
experiments is plotted. The error bars indicate one standard deviation
above and below the mean. Between 100-200 cells were counted for each
experimental condition.
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shown in Figure 2-4. Each of the three classes of shape change observed
in CCD-treated cells are found in these preparations.
The expression of asymmetric morphology is not anchorage
dependent
Many morphological changes require that cells interact with solid
substrata. That is not the case, however, for the morphological changes
displayed by embryonic red blood cells, either during the isolation
procedure or in response to CCD. For example, when cells are incubated
in CCD in suspension for 30 minutes and then fixed without being
allowed to attach to solid substrata, the percentage of cells undergoing all
types of shape changes is the same as that obtained with cells from the
same suspensions but which were plated before fixation.
The time course of CCD-induced shape changes
To study the time course of the CCD-induced shape changes, we
mounted freshly-dissected day 2 red blood cells in live-cell chambers.
After identifying and recording cells in their initial state, medium
containing CCD was perfused into the chambers and the shapes of
individual cells recorded by photography or video. The response to CCD is
rapid: the first cells start to change shape less than two minutes after
exposure to CCD. They also rapidly lose the blebs from their surface.
When cells both elongate their cell bodies and extend processes, the
elongation precedes the formation of the process.
The rate of process growth can be as fast as 10 Pum/min, as assessed
from continuous video tape records. As a comparison, the rate of neurite
extension varies between 0.07 to 0.4 gum/min (Sargent, 1989). The
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Figure 2-4. Morphologies of embryonic red blood cells isolated and
incubated in the absence of CCD.
Phase micrographs of cells isolated from (a) day 3, (b) day 4, (c) day 5 and
(d) day 6 embryos. Most of the cells display the morphology of freshly
dissected and fixed cells, but some have extended processes or changed
shape. These cells constitute the "mech" populations shown in Figure 2-3.
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processes themselves are dynamic, and can switch between growing and
shrinking. These changes in length are not the result of processes leaving
and re-entering the focal plane, which would have been detected by
continuous refocusing during the observations. One or more processes
can retract at the same time other processes appear at other sites on the
cell. Figure 2-5 shows phase micrographs of cells which display examples
of this dynamic behavior. The growing and shrinking processes indicated
by the arrows are described in detail in the legend. In contrast, we do not
observe continual variation in the shapes of the cell bodies once they
elongate.
Red blood cell processes contain microtubules but probably do
not contain F-actin
Figures 2-6 and 2-7 show micrographs of untreated and CCD-
treated day 2 red blood cells, respectively. The same cells are visualized
by phase microscopy (Figures 2-6a, 2-7a), fluorescence using rhodamine-
coupled phalloidin (Figure 2-6b, 2-7b), and anti-tubulin antibody followed
by FITC-labeled second antibody (Figures 2-6c, 2-7c,d). Representative
individual cells are shown, since the platings are too sparse to obtain
representative images in a single microscope field. The cells were chosen
to represent the classes of shape changes described above.
As reported previously (Kim et al., 1987), F-actin as visualized by
phalloidin in day 2 cells shows primarily uniform and diffuse staining,
largely at the cortex (Figure 2-6b). In CCD-treated cells, the pattern of F-
actin staining is markedly changed. It occurs in very bright patches
throughout the cell body, with apparently reduced cortical staining
(Figure 2-7b). Only rare processes stain with phalloidin, and those
70
Figure 2-5. Time-lapse photography of CCD-induced shape changes.
Phase micrographs of one field of day 2 red blood cells which was
photographed before the addition of CCD (labeled 0) and at 6, 14, and 31
minutes after the addition of CCD, respectively. The cells are labeled A
and B and the processes numbered in order of appearance on the cell.
Cell A has a process (1) at 6 minutes, which lengthened at 14 minutes. A
second process (2) started to appear on cell A by 14 minutes which grows
longer to 31 minutes while at the same time process 1 shrinks again. Cell
B elongated somewhat by 6 minutes, but shows no processes. Two
processes (labeled 3 and 4) are apparent at 14 minutes. Process 3 keeps
growing through the 31 minute time point, while process 4 has shortened
at 31 minutes. A third process (5) starting from the same pointed end as
process 4 is apparent at 14 minutes and keeps growing through the 31
minute time point. The arrows point at the end points of the processes.
Bar = 5 m.
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Figure 2-6. Double immunofluorescence of tubulin and F-actin in a
gallery of control day 2 red blood cells.
Phase micrographs are shown in (a), staining with rhodamine-conjugated
phalloidin in (b), and staining with anti-tubulin antibody 429 in (c).
Bar = 10 m.
73
b
phalloidin
C
anti-tubulinaphase
-
-I..
Figure 2-7. Double immunofluorescence localization of tubulin and F-
actin in a gallery of CCD-treated day 2 red blood cells.
Phase micrographs are shown in (a), staining with rhodamine-conjugated
phalloidin in (b), and staining with anti-tubulin antibody 429 in (c) and
(d). (d) is a shorter print of (c) to show the staining in the processes. The
arrowheads in (c) point at parallel arrays of microtubules. Identical
staining patterns are observed in cells from older embryos. Bar = 10 rnm.
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usually are stained in patches rather than continuously (see arrows in
Figure 2-7b).
Microtubules in untreated day 2 cells (Figure 2-6c) are found in
bundles which course through the cell, commonly near the periphery (Kim
et al., 1987). Occasionally, microtubules are restricted primarily to one
prominent bundle, but some microtubules are still found elsewhere.
Treatment with CCD induces a dramatic rearrangement of microtubules.
Microtubules in cells with one or two pointed ends line up with the long
axis of the cell rather than criss-crossing randomly (see arrowheads in
Figure 2-7c). The processes show staining with anti-tubulin antibodies
(see arrowheads in Figure 2-7c,d). Frequently, the microtubules in
processes appear to be continuous with microtubules in the cell body.
Because of large differences in staining intensity, it is not possible to show
clearly the anti-tubulin pattern of both processes and cell body in the
same print; therefore, different exposures of the same cells are presented
in Figures 2-7c,d. Transmission electron micrographs of the CCD-treated
cells demonstrate that the immunofluorescence staining does represent
assembled microtubules. The ones we detect are in bundles rather than
single microtubules (Figure 2-8, arrows).
Assumption and maintenance of shape changes are dependent
upon microtubules
We tested whether these shape changes depended upon
microtubules for formation and maintenance. We used two drugs to
disrupt normal microtubule assembly: nocodazole, which depolymerizes
microtubules; and taxol, which decreases the critical concentration for
assembly and leads to net assembly in vitro and in vivo.
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Figure 2-8. Microtubules in CCD-treated red blood cells. Electron
micrograph from a day 2 red blood cell which had been incubated in CCD.
(a) shows the overview of the entire cell. (b) is a magnified view of the tip
of the process. The region which is magnified in (b) is boxed in (a). The
arrows point at microtubules profiles. Bar in a = 2 gm, bar in b = 400 nm.
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-Nocodazole inhibits CCD-induced shape changes. Day 2 red
blood cells were pre-incubated with 1 ig/ml nocodazole for 30 minutes,
then CCD was added to a final concentration of 0.1 gg/ml. Under these
conditions, nocodazole completely inhibits CCD-induced shape changes
(Table 2-1). This inhibition occurs even though, by two criteria, the
incubation with nocodazole was not sufficient to disassemble completely
the microtubules in these cells. By immunofluorescence staining with
anti-tubulin antibodies, about 50% of the cells show little or no staining,
but the rest still contain tubulin staining similar to that of control cells
(compare Figure 2-9a,b). This result is supported by analysis of
detergent-extracted cells to quantitate assembled and unassembled
tubulin. Incubation with nocodazole decreases the pool of assembled
tubulin by only a factor of two -- in these preparations, from about 65%
assembled to 33% assembled (Figure 2-10, "CNTRL" and "NOCOD").
-Taxol inhibits CCD-induced shape changes. Preincubation of
red blood cells with 5 jig/ml taxol before adding CCD to the suspension
also completely inhibits CCD-induced shape changes (Table 2-1). These
cells show extremely bright staining with anti-tubulin antibodies (see
Figure 2-9c). Analysis of tubulin pools in the taxol-treated cells
demonstrates that the proportion of assembled tubulin increases to about
90% (Figure 2-10, "TAXOL").
-CCD has no detectable quantitative effect on microtubule
assembly. Under conditions where CCD induces significant microtubule-
dependent shape changes in a population of day 2 cells, we detect no
significant change in the levels of assembled tubulin compared to those
from untreated cells (Figure 2-10, "CNTRL" and "CCD").
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Table 2-1
Inhibition of CCD-induced shape changes by nocodazole and taxol
first drug (30 min) second drug (30 min) asymmetric cells (%)
control 4
CCD CCD 54
nocodazole
taxol
nocodazole + CCD
taxol + CCD
4
1
nocodazole
taxol
0
1
Day 2 cells are incubated in the first drug for 30 minutes before addition
of the second drug. After another 30 minutes cells are fixed and between
100-200 cells counted. All the classes of shape changes described in the
text are counted as "asymmetric." The table shows a typical experiment.
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Figure 2-9. Effect of nocodazole and taxol on anti-tubulin
immunofluorescence.
Immunofluorescence using an anti-tubulin antibody on day 2 red blood
cells incubated for 30 minutes in 0.1% DMSO as a control (a), 1 ,g/ml
nocodazole (b), or 5 ptg/ml taxol (c). The arrows in (b) point at a group of
three cells without substantial tubulin staining. Bar = 10 gm.
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Figure 2-10. Levels of microtubule assembly in day 3 red blood cells after
drug treatment.
Equal numbers of cells were incubated and extracted as described in
Materials and Methods to separate the unassembled tubulin
("UNASSEM.") and the assembled tubulin C("ASSEM."). Three aliquots of
each fraction (lx, 2x, and 4x) were separated by SDS-PAGE and analyzed
by Western blot with anti-tubulin. Lanes 1-3, control cells, incubated
with 0.1% DMSO for 60 minutes; lanes 4-6, 0.1 ,ug/ml CCD for 60 minutes;
lanes 7-9, 1 gg/ml nocodazole for 60 minutes; lanes 10-12, 5 pg/ml taxol
for 60 minutes.
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TREATMENT
LANES
UNASSEM.
ASSEM.
CNTRL
1 2 3
CCD
4 5 6
NOCOD TAXOL
7 8 9 10 11 12
_m -. -m i
-Disruption of microtubules leads to loss of CCD-induced
asymmetry. The shape changes induced by CCD do not require the
continuous presence of drug. Cells exposed to CCD for 30 minutes, and
then changed to medium without drug, do not revert to their original
shape, even after two hours. In contrast, when the CCD-containing
medium is replaced with medium containing nocodazole, the shape
change completely reverses and cells round up (see Table 2-2). In
addition, the cells which become asymmetric as a consequence of the
washing procedure (Figure 2-4) also round up when exposed to nocodazole
(data not shown). Therefore, the maintenance of asymmetry (both
mechanically- and CCD-induced) is dependent upon intact microtubules.
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Table 2-2
Reversal of CCD-induced shape changes by nocodazole
first drug (10 min) second drug (30 min) asymmetric cells (%)
control
CCD
7
48
CCD PBS 39
CCD nocodazole 1
Day 2 cells are incubated in the first drug for ten minutes, centrifuged
and either fixed or incubated in the second drug for 30 minutes. Cells are
then fixed and between 100-200 cells counted.
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Discussion
The experiments presented above show that chicken red blood cells
of the primitive series have the capacity to assume highly asymmetric
morphologies, with elongated cell bodies and long processes. The
properties of the shape changes documented here -- they are stimulated
by cytochalasin; independent of attachment to substratum; and dependent
on the state of the microtubules and on the age of the cells -- suggest
mechanisms for how they might occur. They also suggest how the same
mechanisms might participate in the normal development of red blood cell
morphology and the formation of the marginal band.
Mechanisms of CCD-induction of asymmetry in erythroblasts
When isolated from the blastodisc, early embryonic red blood cells
are spherical, the lowest energy state for cells in suspension. Deviation
from that shape, to produce pointed ends or long processes, requires force.
The results suggest that that force is generated by microtubules, possibly
by either of two sorts of mechanism: straightening of pre-existing
microtubules, or formation of longer microtubules.
In the first model, we suggest that in the spherical cell,
microtubules are bent or distorted, a state that depends upon intact F-
actin. If the F-actin is disrupted by CCD (Cooper, 1987), and the
microtubules are no longer constrained, they can straighten and thereby
change the shape of the cell. In early embryonic red blood cells, long
microtubule bundles traverse the cytoplasm in several planes (Kim et al.,
1987). Bundles of microtubules might be more resistant to bending than
are individual microtubules. Curvilinear individual microtubules are
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common to fibroblastic cells, but typically when microtubules are bundled
they tend to be straight (e.g. axonal microtubules). By this model,
nocodazole and taxol might inhibit elongation of the cells by shortening
the existing microtubules -- nocodazole, by depolymerizing them; taxol, by
producing more, but shorter microtubules as it does in other cell types
(DeBrabander, 1981).
By the second model, addition of more tubulin onto the ends of
existing microtubules is inhibited by the physical constraints imposed by
F-actin. Once those constraints are released, microtubules can grow
longer and change the shape of the cell. In fact, the observed rate of
process extension (up to 10 !pm/min) lies in the same range as rates of in
vivo microtubule assembly reported in the literature: 15 !Am/min for the
regrowth of marginal band microtubules in adult red blood cells (Miller
and Solomon, 1984), 4 Im/min in cultured cells (Schulze and Kirschner,
1988). Lengthening of microtubules could be the result of net
polymerization or of a re-distribution of assembled tubulin from shorter to
longer microtubules, as occurs in vitro under steady-state conditions
(Mitchison and Kirschner, 1984); drugs affecting microtubule assembly
could interfere with either process. There are other examples of cells
undergoing dramatic changes in shape driven by a polymerization. In
sickle cell anemia, the mutant hemoglobin S can polymerize so that the
red blood cells take on a sickle shape (Finch et al., 1973) which is
strikingly similar to erythroblasts incubated with CCD. Another example
is extension of the acrosomal process by thyone sperm driven by actin
polymerization (Tilney et al., 1973). However, we do not detect an
increase in net microtubule assembly after CCD-induced shape change.
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Of course, other mechanisms for providing force may participate.
For example, lengthening of bundles could be achieved by sliding of
microtubules with respect to one another, possibly by a microtubule motor
(Shpetner and Vallee, 1989).
The potential for changing shape is restricted in developmental
time
The proportion of cells which are capable of undergoing shape
change decreases over the course of development and disappears virtually
completely by day 7. The most striking response is restricted to red blood
cells from day 2 and day 3 embryos. The capacity to change shape could
depend upon the relative strength of the driving force -- the microtubules
-- and the cellular elements which normally constrain them. Microtubules
become refractory to depolymerizing drugs during the course of
development (Kim et al., 1987), perhaps because of lateral interactions
with other elements of the cytoskeleton or cell cortex. Such stabilizing
interactions might be expected to act against the tendency of microtubules
to straighten (first model above), and so prevent shape change.
Alternatively, the microtubules could be stabilized by capping, which
could then interfere not only with depolymerization but with
polymerization as well, thus altering the ability of the microtubules to
drive elongation by the second model.
Elements of the cell which might constrain microtubules also
change during development. One is the maturing membrane skeleton,
associated with F-actin (Lazarides, 1987). Another is the appearance of
intermediate filament proteins; messenger RNA for vimentin starts to
appear at day 4 (Granger, 1982; Capetanaki, 1983). Either of these
90
changes in the red blood cell cytoskeleton could increase the resistance to
elongation, past the ability of CCD to disrupt that resistance.
A model for the morphogenesis of the erythrocyte and the
marginal band
Generation of force by microtubule straightening fits a model for
morphogenesis both of the marginal band and of the mature erythrocyte
based on properties of the microtubules themselves. That model suggests
that the formation of microtubule bundles might be a crucial step in the
formation of the band. If those bundles grew long enough, and thick
enough, their tendency to grow straight could dictate that they follow the
longest possible path in the cell. In a spherical cell, the longest path is a
circumference. One circumference could be expanded as a consequence of
the same tendency to grow straight, and so distort the cell to the shape of
a disc. If one circumferential path expands, all other circumferences
become shorter, driving all the bundles into the longest one. In this way,
the properties of microtubule bundles alone could specify the localization
of all the microtubules to one equatorial structure and lead to the normal
flattening of these cells. The observations described here are consistent
with this model. The ability of the earliest cells to elongate may be a
manifestation of the same forces for straightening of microtubules that,
normally, produce the marginal band. These considerations do not
explain, though, why the cell becomes elliptical in the plane of the
microtubule equator.
A prediction of part of this model is borne out by the recent
demonstration that ectopic expression of MAP2 which induces bundling of
microtubules produces circumferential loops of microtubules in
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fibroblastic cells (Lewis et al., 1989; Weisshaar et al., 1992).
Furthermore, when the MAP2 transfectants are treated with cytochalasin
D, they form processes in a fashion reminiscent of the ones described here
(Edson et al., 1993).
Microtubule-driven shape changes
Other cell types undergo microtubule-dependent shape change in
response to CCD -- for example, lymphoblasts (Bornens et al., 1989) and
photoreceptor cells (Madreperla and Adler, 1989). Those systems differ
fundamentally from the one described here. Most importantly, those cells
normally display microfilament-dependent motility -- the lymphoblasts
oscillate and the photoreceptor cells extend neurites -- and the effect of
CCD is to alter the pattern of that motility. In contrast, the red blood
cells show no microfilament-dependent motility, and exhibit the CCD
response only in a narrow developmental stage. The two systems lead to
different conclusions: in lymphoblasts the microtubules appear to regulate
normal microfilament function and organization (Bornens et al., 1989); in
red blood cells, it is the F-actin which constrains microtubules. The CCD-
induced processes in red blood cells resemble the processes extended by
neural cells. Models for neurite extension have been proposed by several
groups which are based on integrating cytoskeletal forces for contraction
and tension (Joshi et al., 1985; Letourneau et al., 1987; Buxbaum and
Heidemann, 1988), possibly involving localized weakening of the actin
network with concomitant extension of microtubules (Goldberg and
Burmeister, 1989).
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Chapter 3
The 13H9 Antigen in Chicken Erythrocytes: Death of the
Subset Hypothesis
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Introduction
The in vitro reconstitution experiment by Swan and Solomon
(Swan and Solomon, 1984) described in Chapter 1 demonstrated that
insoluble microtubule-binding proteins are localized at the position of the
marginal band which can redirect the formation of the marginal band
from bovine brain tubulin after cold depolymerization of microtubules and
detergent-extraction. Birgbauer and Solomon (1989) tried to identify this
"insoluble MAP" by raising monoclonal antibodies to chick brain MAPs
and screening for antibodies that stained the marginal band, but were not
tubulin or actin-- known components of the marginal band. They
identified one such antibody, called 13H9, which stained the marginal
band irrespective of the presence of microtubules and which recognized a
band of ~80kd on Western blots of chicken red blood cell cytoskeletons
and chick brain. The 13H9 antigen was present in embryonic red blood
cells, but did not co-localize to the position of the marginal band until
after microtubules already arrived there. Rather, in early embryonic cells
the 13H9-staining more closely resembled the distribution of F-actin.
This suggested that the 13H9-antigen is not involved in the formation of
the marginal band, but maybe rather in its stabilization at later stages
(Birgbauer and Solomon, 1989). The experiments presented in Chapter 2
suggest that the formation of the marginal band during development
might be microtubule-autonomous, independent of associated proteins.
The 13H9 antigen is not specific to erythrocytes, but found in a
wide variety of cells in culture. In neurons and fibroblasts, it shows a
very striking localization: it stains growth cones of hippocampal neurons
and of P19 retinoic acid-induced neuronal cells (Birgbauer et al., 1991;
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Goslin et al., 1989) and leading edges of fibroblasts (Birgbauer, Ph.D.
Thesis). Its localization in these cells more closely resembles the
distribution of F-actin rather than that of microtubules. To investigate
the possible interaction of the 13H9 antigen with microtubules, Eric
Birgbauer in collaboration with Kimberly Goslin and Gary Banker
followed the 13H9 antigen after nocodazole treatment in hippocampal
neurons (Goslin et al., 1989): Treatment with nocodazole leads to
progressive depolymerization of microtubules from the distal tip down the
shaft of the neurite. The 13H9 antigen delocalizes from the growth cone
and is found in progressively more proximal portions of the neurite, at all
times staying distal to the end of the depolymerizing microtubules. After
removal of the drug, the 13H9 antigen reappears in growth cones, but not
until microtubules have repolymerized to that position. These
experiments showed that the localization of the 13H9 antigen to growth
cones is dependent on intact microtubules and suggested that there was
at least an indirect interaction of the 13H9 antigen with microtubules.
The 13H9-antigen, therefore, has properties of both microtubule- and
microfilament-association. Since then, no clear picture of the possible
interaction of the 13H9 antigen with microtubules has emerged (see also
Appendix 3).
Eric Birgbauer (Birgbauer and Solomon, 1989) showed that the
13H9 antigen is related to ezrin: 13H9 recognizes purified chick intestinal
ezrin, and anti-ezrin antibodies (from A. Bretscher) recognize a band of
similar mobility on chicken red blood cell cytoskeletons as does 13H9.
Ezrin was initially identified as a minor component of intestinal brush
border microvilli and shown to be present in surface protrusions of chick
embryo fibroblasts (Bretscher, 1983). Margaret Magendantz mapped the
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epitope of 13H9 to a 13 aa region of human ezrin using TrpE fusion
proteins (see Chapter 4 and Birgbauer Ph.D. Thesis) of human ezrin
cDNA (kindly provided by T. Hunter).
In late 1991, two proteins, moesin and radixin, closely-related to
ezrin (>75% amino acid identity) were cloned (Funayama et al., 1991;
Lankes and Furthmayr, 1991). Radixin was purified from liver adherens
junctions and shown to cap the barbed end of F-actin (Tsukita et al.,
1989). Antibodies raised against purified radixin stained adherens
junctions in several tissues and also stained cleavage furrows in cultured
cells (Sato et al., 1991). These antibodies were later shown to react with
ezrin, radixin and moesin (Sato et al., 1992). Moesin was cloned from a
human cell line, HL60, (Lankes and Furthmayr, 1991) and shows a
similar immunofluorescence distribution to that described for ezrin
(Franck et al., 1993). The 13 aa 13H9 epitope was almost perfectly
conserved in all three proteins. (Isoleucine in ezrin is replaced with
valine in radixin and moesin.) We think that 13H9 recognizes all three
proteins because fusion proteins containing only six ezrin residues
(QDLEMY) are still recognized by 13H9 (Margaret Magendantz,
unpublished observation). These six residues are completely conserved in
all of the ERM-members. They are also present in the recently cloned
neurofibromatosis 2 gene product, merlin/schwannomin (Rouleau et al.,
1993; Trofatter et al., 1993).
The 13H9 antibody is an IgM and gives poor Western signals on
most material. For this reason, Eric Birgbauer raised a polyclonal
antiserum against purified chicken intestinal ezrin (Ph.D. Thesis). This
antiserum, called 904, recognizes ezrin on blots, but differs in several
respects from 13H9: 1) it recognizes additional spots on two-dimensional
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separations of chicken red blood cell cytoskeletons, and 2) it gives
different immunofluorescence staining. These results raised the
possibility that 13H9 recognizes only a subset of ezrin isoforms and that
these 13H9-positive isoforms localize to specialized regions and are
involved in different interactions with the cytoskeleton than the bulk of
ezrin. This chapter discusses the evidence in favor of the subset
hypothesis (obtained by Eric Birgbauer and myself) and the experiments
leading to the refutation of that idea.
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Materials and Methods
Preparation of cells for immunofluorescence
Embryonic red blood cells were drained from the circulation of
dissected blastodiscs of appropriately aged embryos (days 5,7, 9, 14). The
cells were washed twice in PBS/glucose (PBS containing 0.025 M glucose)
and resuspended in the same buffer. For immunofluorescence, a dilute
cell suspension was pipetted onto flamed glass coverslips and cells were
allowed to settle for five minutes. Each coverslip was picked up
individually with forceps and drained on a paper towel. It was then
placed in 0.1% NP-40/PM2G for five minutes, drained and placed into
0.25% glutaraldehyde/PM2G for one minute, drained and placed into 4%
paraformaldehyde/PM2G for 30 minutes. After several rinses in PBS, the
glutaraldehyde was quenched by addition of 5 mg/ml sodium
borohydride/PBS for five minutes three times. The coverslips were then
washed repeatedly in PBS and stored at 40C until use. The coverslips
could be used for several weeks.
HeLa cells were grown in 5% horse serum/MEM- and passaged by
regular trypsinization. For immunofluorescence, cell suspensions were
plated sterilely onto flamed glass coverslips and allowed to grow for 24
hours. They were then fixed for 30 minutes in 4% paraformaldehyde/PBS
and subsequently permeabilized in 0.1% NP-40/PBS for 15 minutes.
Retinoic acid-induced P19 embryonal carcinoma cells growing on
coverslips were provided by Jon Dinsmore. They were fixed identically to
HeLa cells.
For antibody staining, coverslips were blocked for 15 minutes in
10% normal goat serum/1% BSA/PBS. Antibodies were diluted in 1%
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BSA/PBS and spun in a microfuge. 13H9 tissue culture supernatants
were used as 1:10 (adult red blood cells), 1:30 (HeLa cells) or 1:100
dilutions (embryonic red blood cells, P19 cells). 904 was used at 1:10 or
1:100 dilutions. Texas red coupled goat anti rabbit and fluorescein
coupled goat anti mouse antibodies were used as secondary antibodies at
1:1000 dilutions. Antibody incubations were done in a tissue culture
incubator for 30 minutes. In between incubations, coverslips were
washed by dipping repeatedly into three beakers of PBS. Before
mounting in gelvatol with 15 mg/ml 1,4-diazobicyclo[2.2.2]octane
(Johnson et al., 1982), obtained from Aldrich Chemical Co. (Milwaukee,
WI), coverslips were dipped in water and drained.
Preparation of fusion proteins
To prepare fusion proteins, E. coli strains carrying the 5' or 3' SacI-
SacI fragments on a pATH 11 vector (strains were constructed by
Margaret Magendantz) were inoculated in an overnight culture in M9
medium (42 mM Na 2HP0 4, 22 mM KH2PO4, 0.5 g/l NaCl, 1 g/l NH4Cl, 5
g/l casamino acids, 1 mM MgSO4, 0.1 mM CaC12, 0.2% glucose pH 7.1)
containing 0.02 mg/ml tryptophan and 0.1 mg/ml ampicillin at 370C. For
induction of the fusion protein, the cultures were transferred to M9
medium without tryptophan for 90 minutes and then 20 mg/ml
indoleacrylic acid was added for four hours at 370C. To test for successful
induction, 1 ml of cell suspension was taken out after three hours,
centrifuged one minute in a microfuge and the pellet dissolved in 3x
sample buffer (GSD). The extract was separated on a 7.5% minigel and
stained with Coomassie Brilliant Blue. After one more hour, strains that
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had induced fusion protein production were centrifuged and pellets
dissolved in GSD and frozen.
Preparation of affinity-eluted antibodies
The fusion proteins preparations from which antibodies were to be
eluted were separated on 7.5% SDS-PAGE, transferred to nitrocellulose
and stained with Ponceau S. The position of the fusion protein (which
corresponded to the most abundant protein band by Ponceau S staining)
was marked with a pencil. One narrow strip was cut from the
nitrocellulose to test the affinity-eluted serum later. The nitrocellulose
blot was incubated in 2% hemoglobin/PBS or 3% BSA/PBS for three to
four hours. The blot was incubated with antibody 904 at a 1:100 dilution
in 2% hemoglobin/PBS or 3% BSA/PBS overnight. The blot was then
washed three times in hemoglobin or BSA/PBS containing 0.1% NP-40
and 0.05% SDS and three times in PBS. The marked area (corresponding
to the fusion protein) was excised and cut into 1 mm2 pieces. The pieces
were transferred to a 3ml-syringe containing PBS. The nitrocellulose
pieces were washed twice in 3 ml water in the syringe and then 0.5 ml ice-
cold 0.2 M glycine pH 2.7 was taken up into the syringe. The
nitrocellulose pieces were agitated in the syringe for three minutes and
then the eluate extruded into a tube containing 100 . 1 M Tris-HC1 pH
8.1 to neutralize the pH. BSA and sodium azide were added to final
concentrations of 0.1% and 0.05%, respectively.
Two-dimensional gel electrophoresis
Two-dimensional isoelectric focusing (IEF) SDS-PAGE was
performed according to the method of O'Farrell (1975) as modified by
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Pallas and Solomon (1982). Briefly, the urea-acrylamide gels contained a
mixture of 0.4% pH 3.5-10 and 0.15% pH 6.0-8.0 ampholines. Samples
were reduced in 0-mercaptoethanol in the presence of saturating amounts
of urea. Electrophoresis in the first dimension was performed for 14-17
kilovolt-hours in a Hoeffer Electrophoresis Unit with the buffer chambers
containing 20 mM NaOH or 10 mM phosphoric acid. The tube gels were
removed and equilibrated for 30 minutes in equilibration buffer (10%
glycerol, 5% -mercaptoethanol, 62.5 mM Tris-HC1 pH 6.9, 2.5% SDS).
They were then placed across 7.5% SDS-PAGE gels, sealed with agar
containing bromphenol blue, electrophoresed and transferred to
nitrocellulose.
Purification of ERM-members from adult chicken erythrocytes
A cytoskeletal fraction was prepared from the blood from 4 - 12
chickens as described in Chapter 2 except that 4 washes were performed
before solubilization in 8 M urea. The urea extract was dialyzed against
PBS + 1 mM DTT overnight at 40C with 3 changes of buffer. After
addition of protease inhibitors the dialysate was centrifuged for 10
minutes at 27,000 g at 40C. Further steps followed the published protocol
for the purification of ezrin from chicken intestine (Bretscher, 1983;
Bretscher, 1986). The supernatant was adjusted to 40% ammonium
sulfate and stirred for 30 minutes at 40C. After centrifugation the
supernatant was adjusted to 65% ammonium sulfate and stirred for 30
minutes. The pellet was recovered and dissolved in a minimal volume of
20 mM NaCl, 1 mM DTT and 10 mM imidazole-HCl pH 6.7 and dialyzed
against this buffer overnight. After centrifugation the supernatant was
made 0.1 M in KH2PO4/K2HPO 4 pH 7.0 by addition of a 0.8 M stock. It
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was then loaded onto a 12ml hydroxyapatite column pre-equilibrated with
0.1 M KH2PO4/K2HPO4 + 1 mM DTT pH 7.0. The column was developed
with a 40 ml linear gradient of 0.1 - 0.8 M KH2PO4/K2HPO 4 + 1 mM DTT.
The elution was monitored by O.D. 280 nm and all protein fractions were
dialyzed against PBS + 1 mM DTT.
Silver staining of protein gels
Silver staining was performed according to the procedure modified
by Morissey (1981). Briefly, gels were fixed overnight in 50% methanol
with 0.04% formaldehyde. The gel was then soaked in 5 mg/ml
dithiothreitol for 30 minutes, and then in 0.1% silver nitrate for 30
minutes over a light box. The gel was then rinsed in water and twice in
developer (50 p1 of 37% formaldehyde in 100 ml 3% sodium carbonate).
The gel was then placed in developer until the desired level of staining is
attained. The reaction was stopped by addition of 5 ml 2.3 M citric acid.
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Results
13H9 binds to a subset of the 904-positive spots on two-
dimensional separations of chicken erythrocyte cytoskeletons
13H9 recognizes a single row of multiple spots in the cytoskeletons
of chicken erythrocytes (Birgbauer and Solomon, 1989). 904, raised
against purified intestinal ezrin, on the other hand, recognizes two rows
of spots (Figure 3-1A, B; Birgbauer Ph.D. Thesis). The intensity of the
upper band with 904 is somewhat variable and can sometimes be almost
undetectable. The upper of the two rows corresponds to the 13H9-positive
spots. To test that the lower row of spots shared epitopes with ezrin and
was not due to spurious reactivity in the antiserum, Birgbauer affinity-
eluted 904 antibodies off TrpE fusion proteins encompassing most of the
coding region of human ezrin (5' + 3' SacI-SacI fragments). The affinity-
eluted antibodies bound to the lower band (Birgbauer, Ph.D. Thesis).
Therefore, the lower band proteins are immunologically related to ezrin.
Since 13H9 is a monoclonal antibody recognizing a single epitope of
human ezrin, the extent of immunological relatedness of upper and lower
row proteins might be restricted to the single 13H9-epitope. I, therefore,
affinity-eluted 904 off the 3' SacI-SacI fragment of human ezrin which
does not contain the 13H9-epitope and probed two-dimensional
separations of chicken erythrocyte cytoskeletons (Figure 3-1C). The
affinity-eluted 904 antibodies recognize both rows, with reactivities
virtually indistinguishable from the whole 904 serum.
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Fig.3-1. Comparison of the staining patterns of 904 and 13H9 on two-
dimensional gels.
Two-dimensional separations of chicken erythrocyte cytoskeletons were
probed with 13H9 (A), 904 (B), and 904 affinity-eluted from the 3' SacI-
SacI ezrin fusion protein (C). Only the relevant region of the blots are
shown. There were no spots elsewhere on the blot. The acid end of the
isoelectric focusing direction is to the right.
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The subset hypothesis
Based on these data, we propose the following hypothesis: 904
binds to multiple protein spots (ezrin isoforms) of erythrocyte
cytoskeletons which fall on two rows of electrophoretic mobility. The
lower row is recognized more strongly due to either higher abundance of
those proteins or higher affinity or titer of the antibodies recognizing
those proteins. Given that all spots in both rows are immunologically
related to ezrin and that 904 is a polyclonal antibody which recognizes
multiple epitopes on ezrin (Birgbauer Ph.D. Thesis), we favored the
interpretation that the lower row spots are more abundant than the upper
row spots. 13H9 recognizes only a subset of these spots, the upper row,
which gives a weaker 904 signal. Two possible explanations for the
restricted reactivity of 13H9 are: there exists a posttranslational
modification of the 13H9 epitope which changes 13H9 reactivity, or there
exist alternatively spliced ezrin isoforms which do not contain the 13H9
epitope. Appendix 2 describes results obtained testing these two
possibilities. Due to the poor blotting results obtained with 13H9 on most
materials, we could not confirm the restricted reactivity of 13H9 with a
subset of 904-positive isoforms on other cellular material besides chicken
erythrocytes.
13H9 binds to a subset of 904-positive structures by
immunofluorescence
13H9 stains a subset of F-actin containing structures by
immunofluorescence in a variety of cell types (Birgbauer Ph.D. Thesis;
Appendix 1, 3). 904, on the other hand, gives generally a much more
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diffuse staining pattern. This is true both for the whole 904 serum and
for antibodies affinity-eluted from ezrin fusion proteins. Figure 3-2 shows
double-immunofluorescence with 904 and 13H9 on three different cell
types, chicken red blood cells (Figure 3-2A), fibroblastic flat cells in
retinoic acid-induced populations of P19 cells (Figure 3-2B), and neuronal
cell in retinoic acid-induced populations of P19 cells (Figure 3-2C). In
each case, 904 gives more diffuse general cytoplasmic staining in addition
to staining the 13H9-positive structures (see also Appendix 1). These
observations are consistent with the notion that 13H9 recognizes only a
subset of 904-isoforms. Furthermore, it suggests that these 13H9-positive
isoforms localize differently than the bulk of ezrin.
The 13H9-positive isoforms fractionate differently than the bulk
of ezrin
Figure 3-3 shows two-dimensional separations of chicken
erythrocyte soluble and insoluble fractions which were obtained either
from day 5 embryonic cells ("IMMATURE") or from adult cells ("ADULT")
probed with 904 (Figure 3-3A) or 13H9 (Figure 3-3B). 904 recognizes
several spots in both soluble and insoluble fractions of both immature and
adult cells (Figure 3-3A). In the cytoskeletal fraction of adult cells, 904
recognizes two rows of different electrophoretic mobility as described
above, while in the soluble fraction we detect only a single row. In the
cytoskeletal fraction of immature cells, only a single row of spots is
visible. For 13H9, on the other hand, no signal is detectable in the soluble
fraction of either immature or adult cells (Figure 3-3B). 13H9 recognizes a
single row of spots in the cytoskeletons of adult erythrocytes, but
recognizes spots in two rows in immature cytoskeletons. These data
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Fig.3-2. Comparison of the staining patterns of 904 and 13H9 by
immunofluorescence.
A. Chicken red blood cells stained with 13H9, 904, and affinity-eluted
904. 13H9 and 904 were done as double stainings.
B. Flat cells in retinoic acid induced P19 cells stained with 13H9, 904,
and affinity-eluted 904. The panels on the left show the corresponding
phase images.
C. Neuronal cells in retinoic acid induced P19 cells stained with 13H9,
904, and affinity-eluted 904. The panels on the left show the
corresponding phase images. The arrows indicate growth cones.
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Fig.3-3. Fractionation of 904 and 13H9 antigens in chicken red blood
cells.
A. Two-dimensional separations of soluble ("SOLUBLE") or cytoskeletal
("CYOSKEL.") fractions of red blood cells obtained from day 5 embryos
("IMMATURE") or adult chickens ("MATURE") probed with 904. The
arrow points at the upper row which is positive by 13H9.
B. Two-dimensional separations of soluble ("SOLUBLE") or cytoskeletal
("CYOSKELETAL") fractions of red blood cells obtained from day 5
embryos ("IMMATURE") or adult chickens ("MATURE") probed with
13H9.
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argue that the 13H9-positive isoforms fractionate in the cytoskeleton
while the 904-positive isoforms are soluble as well as cytoskeleton-
associated. The 13H9-positive isoforms might, therefore, participate in
different interactions with the cytoskeleton than the bulk of ezrin.
From these data, we also find that a protein can be 13H9-positive
and still migrate in the lower row on SDS-PAGE (see immature
cytoskeletal fractions probed with 13H9, Figure 3-3B). Therefore, any
simple model suggesting that 13H9-positive isoforms acquire slower
electrophoretic mobility is ruled out. There is no correlation between
electrophoretic mobility and 13H9 reactivity.
In embryonic red blood cells, 904 stains the marginal band more
crisply than 13H9: trouble for the subset hypothesis?
Figure 3-4 shows double immunofluorescence using 904 and 13H9
on embryonic red blood cells obtained from embryos aged 5, 7, 9, and 14
days. In day 5 cells, 904 shows punctate staining in the marginal band
with an occasional dot in the cytoplasm. 13H9, on the other hand, shows
considerable off-band staining over the nucleus and in the cytoplasm.
From this staining, one would be more likely to conclude that 904
recognized a subset of 13H9 rather than the other way around. In day 7
and 9 cells, the stainings of 904 and 13H9 are quite similar with respect
to the extent of off-band staining. By day 14, 904 shows considerable off-
band staining. In adult cells (Figure 3-2A), as discussed above, 13H9
staining is restricted to the position of the marginal band with only an
occasional cytoplasmic dot. 904, on the other hand, gives weak staining of
the marginal band with considerable nuclear and cytoplasmic staining.
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Fig.3-4. Staining patterns of 904 and 13H9 during development of the red
blood cell.
Double immunofluorescence using 904 and 13H9 on chicken red blood
cells obtained from embryos day 5, 7, 9, or 14 of age.
The bar equals 10 gm.
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One interpretation of these data is that 13H9 does not in fact recognize
only a subset of the 904-positive isoforms. An alternative explanation of
this result is that the IgM 13H9 sticks non-specifically to many
components present in the cytoplasm of day 5 red blood cells, giving rise
to artefactual cytoplasmic staining. The observation that 904 staining is
restricted to the position of the marginal band in embryonic cells, though,
is harder to refute.
Purification of the 904-antigen from chicken erythrocyte
cytoskeletons
In order to investigate the molecular basis for the restricted
reactivity of 13H9, we decided to purify the ezrin isoforms from
erythrocyte cytoskeletons. After preparation of cytoskeletons and
solubilization in urea, I dialyzed the sample into PBS. The dialyzed
sample contained >80% of the 904- and 13H9-signals from the original
urea extract (Figure 3-5). This result suggests that the insolubility of
these forms is not due to an inherent insolubility of the polypeptide, but
more likely reflects interactions with other components of the insoluble
cytoskeleton.
For the purification of the 904-antigen, I followed the procedure
worked out by Bretscher for the purification of ezrin from chicken
intestine and human placenta (Bretscher, 1983; Bretscher, 1986) (see
Materials and Methods). The purification at each step was monitored
with 904 (Figure 3-5A) and 13H9 (Figure 3-5B) immunoblots. Figure 3-
5C shows approximate yields at each step. The overall yield was 23%.
Since a substantial amount of 904-material was lost during the
first ammonium sulfate precipitation, I tested the possibility that some
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Fig.3-5. Efficiency of ERM purification steps.
Western blot probed simultaneously with 904 (A) and 13H9 (B) on chicken
red blood cell cytoskeletal fractions at various steps in the purification.
Lane 1: pellet after dialysis from urea (6.25x relative load normalized to
lane 2); lane 2: supernatant fraction after dialysis from urea; lane 3:
supernatant fraction of 40% ammonium sulfate precipitation (2x relative
load); lane 4: pellet fraction of 40% ammonium sulfate precipitation (5x
relative load); lane 5: supernatant fraction of 65% ammonium sulfate
precipitation (2x relative load); lane 6: pellet fraction of 65% ammonium
sulfate precipitation (10x relative load).
C. Summary table showing the percentage of 904 signal found in
indicated fractions during the ERM purification procedure as determined
from immunoblots.
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isoforms were preferentially lost during the procedure and the final
material did not reflect the preponderance of isoforms inside the cell by
comparing the 904 staining pattern on two-dimensional gels of
cytoskeletal fractions (in urea) to the pattern of the starting material for
the hydroxyapatite column (65% P) (Figure 3-6 A,B). The staining
patterns are extremely similar. This indicates that there was little or no
preferential loss of some isoforms.
The final step in the purification consisted of elution from a
hydroxyapatite column with a linear gradient of KH2PO4/K2HP0 4. The
protein elution profile, monitored by O.D. at 280 nm, for a typical
experiment is shown in Figure 3-7A. The peak fractions from the eluate
were analyzed on 7.5% SDS-PAGE by silver stain (Figure 3-7B) or
blotting with 13H9 or 904 (Figure 3-7C,D). The fractions corresponding to
the eluting protein peak (fractions # 23 - 28) contained many
polypeptides, but a protein of < 30 kd contributed the bulk of the protein
mass. The trailing edge at the later eluting fractions (fractions # 29 - 39)
contained an 80 kd protein as the major protein. These fractions were
quite pure and contained only small amounts of few other proteins. It is
this 80 kd band that is recognized by 13H9 (compare Fig. 3-6B and 3-6C).
Fraction 33 contains bands of faster mobility that are probably proteolytic
breakdown products since they are also recognized by 13H9.
13H9 recognizes both upper and lower bands in purified material
904 recognizes two bands with different electrophoretic mobility
(Figure 3-7D), reminiscent of the 904 pattern on two-dimensional gels (see
Figure 3-1). The lower band elutes slightly earlier from the column than
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Fig.3-6. Comparison of the isoform prevalence before and after the
purification. Two-dimensional separations of chicken red blood cell
cytoskeletal fractions (A) and 65%P fractions (B) were probed with 904.
Only the relevant region of the blots is shown. The acid end is on the
right.
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AB
Fig.3-7. Purification of ERM-proteins from chicken erythrocyte
cytoskeletons.
A. Elution profile from the hydroxyapatite column monitored by O.D. at
280 nm. A single protein peak elutes in a linear gradient of
KH2PO4/K2HPO4. Eluate fractions 24 through 39 were used for the
analysis shown in B, C and D.
B. Silver stained gel of the hydroxyapatite column fractions. The
flowthrough fraction 4 and eluate fractions 24 through 39 were separated
on a 7.5% SDS-PAGE and silver-stained. The trailing edge of the protein
peak (fractions 29 - 39) contains an 80 kd band as the major species.
Fraction 33 suffered some proteolysis (lower bands).
C, D. Double Western blots using 13H9 (C) and 904 (D) on the
hydroxyapatite column fractions, visualized with 12 5I-protein A or an
alkaline phosphatase catalyzed Color reaction. On a blot containing the
same fractions as in B, 13H9 recognizes the 80 kd band in the trailing
edge fractions and a minor species of faster mobility in fractions 25
through 30. The arrows point at the position of the doublet recognized by
13H9. 904 recognizes the faster mobility species with similar intensity as
the 80 kd band.
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the upper band. This lower band presumably corresponds to the lower
row on two-dimensional gels which gives no signal with 13H9. On long (4
weeks) exposures of the autoradiograph, though, we detect a faint signal
of 13H9 with this second, faster mobility band (see arrows in Figure 3-
7C). This lower band is a minor component by silver stain (see arrows in
Figure 3-7B) and Ponceau S stain. In fact, the relative intensity of upper
to lower band obtained with 13H9 closely reflects the intensity of the
bands obtained by staining with silver or Ponceau S. The relative
intensity of these two bands obtained with 904, on the other hand, does
not reflect protein mass as determined by silver stain and Ponceau S.
The upper band contains radixin
During the course of this study, two groups (Funayama et al., 1991;
Lankes and Furthmayr, 1991) cloned radixin and moesin which are
highly related to ezrin (>72% amino acid identity) and which also contain
the 13H9 epitope sequence. To identify the ERM-proteins in chicken
erythrocyte cytoskeletons, we excised the upper band after electrophoresis
and transfer to nitrocellulose and sequenced the major tryptic peptides.
We obtained sequence information from twelve peptides. Of those, eight
absolutely corresponded to the mouse sequences of radixin, but not of
moesin or ezrin (Figure 3-8). One of those eight peptides C'pep3") consists
of 27 aa that entirely include the 13H9 epitope region. The amino acid
sequence of chicken ezrin is available in this region (Gould et al., 1989)
and is clearly different from the sequence of "pep3". The remaining four
peptides correspond to regions of complete conservation between the ERM
members and therefore gave no clues as to the identity of the chicken red
blood cell protein.
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Fig.3-8. Comparison of mouse ERM-proteins with peptide sequences
obtained from the 80 kd band purified on the hydroxyapatite column.
The sequence of 6 tryptic peptides is given in comparison to the
corresponding mouse ERM-protein sequences (M=moesin, E=ezrin,
R=radixin). Conserved residues are indicated by dashes. The numbers
refer to the residue in the ezrin sequence. Question marks indicate
positions where the amino acid analysis failed. Five out of six tryptic
peptide sequences absolutely match the sequence of mouse radixin.
Peptide 6 shows a conserved substitution of serine to threonine in radixin.
This is likely to be an interspecies difference.
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The conclusion that the upper band contained radixin is supported
by the fact that an anti-peptide anti-radixin antibody (antiserum 457, see
Chapter 4 for details on the antibody) recognized the upper band on both
two-dimensional separations of chicken erythrocyte cytoskeletons and on
one-dimensional separations of eluates from the hydroxyapatite column
(Figure 3-9A,B)
Identity of the lower band
Due to its low abundance, we were unable to obtain peptide
sequence from the lower band. Since 904 was raised against purified
intestinal ezrin, it was possible that the lower band corresponded to ezrin.
We tested the possibility that the lower band corresponded to either ezrin
or moesin by using immunoblots with anti-peptide antibodies specific to
only one ERM-protein (see Chapter 4 for details on the antibodies).
Figure 3-10 shows adjacent strips with erythrocyte cytoskeletons probed
with 904, anti-ezrin (464), and anti-moesin (458) antibodies. All three
anti-peptide antibodies recognize a band of slower mobility and not the
lower band preferentially recognized by 904. The same is true when
eluates from the hydroxyapatite fraction were probed (Figure 3-11). To
test whether the lower band from eluates, in fact, was immunologically
related to ezrin, I probed the eluates with 904, affinity-eluted from the 3'
SacI-SacI ezrin fusion protein (Figure 3-12). The affinity-eluted
antibodies still recognized both rows in eluate fractions, consistent with
our finding on whole cytoskeletons (Figure 3-1C).
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Fig.3-9. Anti-radixin antibody 457 recognizes the upper band in both two-
dimensional separations of chicken erythrocyte cytoskeletons and eluates
from the hydroxyapatite column.
A. Immunoblot of two-dimensional separations of chicken erythrocyte
cytoskeletons probed with anti-radixin antibody 457. The acid end is on
the right.
B. One-dimensional immunoblot of eluates from the hydroxyapatite
column probed with anti-radixin antibody 457.
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Fig.3-10. None of the ERM antibodies recognizes the lower band in red
blood cell cytoskeletal fractions.
Adjacent strips of chicken erythrocyte cytoskeletons were probed with
904, or specific anti-peptide antibodies to ezrin (464), radixin (457), and
moesin (458).
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Fig.3-11. None of the ERM antibodies recognizes the lower band in eluate
fractions.
Three eluate fractions from the hydroxyapatite column separated on 5%
SDS-PAGE were probed with the anti-peptide antibodies 454 (anti-
moesin) (A; lane 1), and 464 (anti-ezrin) (B; lane 1) and visualized with
125I-protein A. Subsequently, the same blots were probed with 904 (lane
2 in A and B) and developed with an alkaline phosphatase catalyzed Color
reaction. No bands were bound by the 464 preimmune serum (C). Only
the lower half of the blots is shown.
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Fig.3-12. The lower band in eluates is immunologically related to ezrin.
Eluates from the hydroxyapatite column were probed with 904 affinity-
eluted from the 3' SacI-SacI ezrin fusion protein.
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Discussion
The data described here provide evidence that -- counter to our
hypothesis-- 13H9 recognizes both the upper and the lower band and its
reactivity is not restricted to a subset of isoforms. 904, on the other hand,
shows biased reactivity with the lower row, and its staining intensities do
not reflect protein amounts. It appears that 13H9 is a low affinity
reagent (as is common for IgM molecules) and gives no signal for the low
amount of lower band protein present in cytoskeletal fractions. Upon
enrichment of the lower band by purification, 13H9 does react with this
lower band as well as with the prominent upper band. This raises the
strong possibility that 13H9 in fact recognizes all proteins carrying the
epitope sequence (ezrin, moesin, radixin, and merlin/schwannomin).
We have identified radixin as the major cytoskeletal ERM-protein
in adult chicken erythrocytes by purifying and obtaining peptide sequence
from the major protein. The peptide sequences obtained were all identical
or highly related to the sequence of mouse radixin. ("Pep6" shows a
conserved substitution of serine to threonine for radixin. This is likely to
be an interspecies difference.) No peptides contained sequences of other
ERM-proteins. Therefore, radixin must make up the majority of the
upper band. Of course, some contamination (up to 20%; Richard Cook
(M.I.T. Biopolymers Facility), personal communication) by other ERM-
proteins would not be picked up during the sequencing. We believe that
the upper band probably does contain moesin and ezrin as well, because
specific anti-peptide antibodies bind to it.
The identity of the lower band is unknown as of now. We know
that it fractionates differently on hydroxyapatite columns from the upper
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band, and that it is recognized preferentially by antiserum 904. It is
recognized by 13H9 --albeit weakly-- and must, therefore, contain the
13H9 epitope region. It is also recognized by 904 affinity-eluted off the 3'
SacI-SacI TrpE-human ezrin fusion proteins and, therefore, shares other
epitopes besides the 13H9-epitope with ezrin. It appears that the lower
band is immunologically related to the ERM proteins, even though it is
recognized by neither anti-radixin, anti-moesin nor anti-ezrin sera. 904
was raised against ezrin purified from chicken intestinal brush border.
The purified protein contained ezrin by peptide sequence, but might have
contained other minor related contaminants. In this context, it is
interesting to note that another antibody raised against purified chicken
intestinal ezrin by Bretscher (serum 507) also recognizes the lower row of
spots on two-dimensional separations of chicken erythrocyte cytoskeletons
(Eric Birgbauer, unpublished observations).
There are two possible explanations for this set of results. First,
the lower band could be a fourth member (unknown or possibly merlin) of
the ERM-family that shares regions of homology with ezrin, but does not
contain the region spanning the peptide used for raising the anti-ezrin
serum. A major reactivity of the 904 antiserum, in this case, would be
directed to an epitope present in this fourth member, but not in ezrin or
any other ERM protein. This putative fourth member would be present in
both chicken erythrocytes and intestinal brush border.
Secondly, the lower band could be a breakdown product of a known
ERM protein contained in the upper row. If it were a breakdown product
of radixin, a major reactivity of the 904 antiserum must be directed to an
epitope arising after proteolysis to account for the preferential recognition
of the lower band by 904. Additionally, 904 would not recognize this
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"proteolysis-specific" epitope in the full length protein. The proteolyzed
lower band would lack the C-terminal -100 amino acid because it retains
no reactivity with the anti-peptide antibody 457. Since the lower band is
only about 2-3 kD (rather than 10 kD) smaller than the upper band by
its mobility on SDS-PAGE, one also needs to invoke abnormal mobility of
the proteolyzed protein. The proteolysis event creating the major 904
epitope is very specific because the proteolysis products in fraction 33 are
not reactive with 904 at all. This scenario might be less likely than the
scenario of a fourth protein. But there is, in fact, precedent for an
antibody recognizing only the shorter, but not the full length protein: in
Saccharomyces cerevisiae, Wendy Katz created a 1-tubulin gene missing
the last 12 amino acids. This "tailless" 3-tubulin is recognized by an
antibody against its C-terminus. Even though this C-terminal peptide is
present in wild type full length -tubulin, this antibody does not bind to it
either on immunoblots or by immunofluorescence (Katz and Solomon,
1988).
If the lower band were a breakdown product of either moesin or
ezrin, it again would have to lack the C-terminal 100 amino acids and
migrate abnormally for its molecular size. Since we do not know the
abundance of ezrin or moesin in the upper band, we cannot address
whether there is preferential recognition of the lower band. Therefore, we
cannot at this point rule out the possibility that the lower band is a
breakdown product of the upper band.
The data described in this chapter clarify the reactivities of both
13H9 and 904. 13H9 recognizes an epitope common to at least four
proteins and is likely to be a universal ERM-reagent. 904, on the other
hand, is not a universal ERM-reagent, but shows preferred binding to the
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lower row protein. Because of its unknown reactivities, 904 is a reagent
of limited use. These new data predict that at least one of the four
proteins sharing the 13H9 epitope is present in each of the 13H9-positive
structures, thereby significantly simplifying the first question at hand:
which protein gives rise to the 13H9 staining of the marginal band, of
leading edges, of growth cones etc.? In the next chapter, we report on
anti-peptide antibodies specific to individual ERM-proteins which enable
us to answer that question. We now have results that show staining of
growth cones from embryonic chick sympathetic neurons with affinity-
purified anti-radixin antibody as well as with affinity-purified 904 (Charo
Gonzalez Agosti, unpublished observations). In Chapter 4, we
characterize the ERM-proteins in one of the structures mentioned above,
the marginal band.
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Chapter 4
Expression and Localization of ERM-Proteins in a
Simple Cell, the Chicken Erythrocyte
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Introduction
Differentiated cells express a wide variety of asymmetric
morphologies that are often intimately linked to the cells' functioning in
the body. Drug interference experiments and morphological correlations
indicate that the cytoskeleton is involved in establishing and maintaining
these asymmetric cell shapes. The cytoskeletons in these various cell
types are composed of essentially the same major building blocks (tubulin,
actin and intermediate filament subunits). We are interested in the
question of how a particular cell shape is specified. The existence of
minor cytoskeletal components might account for the establishment of
different shapes by differentially regulating the form and function of the
major cytoskeletal elements. Proteins that interact with microtubules
(Matus, 1988; Tucker, 1990; Wiche, 1989; Wiche et al., 1991) or
microfilaments (Pollard and Cooper, 1986; Matsudaira, 1991; Stossel,
1993; Luna, 1991) in vitro have been described in many systems.
As a model system for studying how the cytoskeleton specifies
asymmetric cell shape, we have tried to understand a relatively simple
asymmetric cell shape, that of the chicken erythrocyte, and its relatively
simple cytoskeletal structure, the marginal band. The chicken
erythrocyte is shaped like a flattened ellipsoid. At the equator of this
ellipsoid lies a bundle of microtubules, the marginal band. The marginal
band is thought to play a role in establishing the asymmetric shape of the
mature cell (Behnke, 1970a). The marginal band is the only microtubule-
containing element of the chicken red blood cell, and it is precisely
conserved qualitatively and quantitatively in each cell: the position of the
marginal band in the cell and the number of microtubule profiles in each
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marginal band are highly conserved in each individual cell. Some other
proteins beside tubulin have also been found in the position of the
marginal band: a significant fraction of the cell's F-actin (Kim et al., 1987)
and at least two proteins that interact with microtubules in vitro, tau
(Murphy and Wallis, 1985), and syncolin (Feick et al., 1991).
Functional interactions between the cell membrane and the
cytoskeleton are required for many cellular events, including the
establishment of cell shape. The marginal band may serve as a valuable
model system for identifying proteins that modulate interactions between
cytoskeletal elements and the cell membrane for several reasons:
Microtubules, F-actin and a domain of the plasma membrane are in close
apposition to one another. There is little apparent heterogeneity of
microtubule and microfilament organization in the cell. One can obtain
large quantities of adult cells. One can obtain fairly homogeneous
populations of developmental precursor cells from the circulation of young
embryos. In order to understand the marginal band on a molecular level,
we conducted a monoclonal antibody search and identified a monoclonal
antibody, 13H9, that decorates the position of the marginal band and
binds to an 80kd protein (Birgbauer and Solomon, 1989). The 13H9
antigen behaves as if it were a stable component of the marginal band. It
is not restricted to chicken erythrocytes. Rather, it is present in actin-rich
structures such as growth cones of neurons in culture (Goslin et al., 1989;
Birgbauer et al., 1991) and leading edges of fibroblasts (E. Birgbauer,
Ph.D. Thesis M.I.T.). In neurons, it has properties indicating a possible
association with both microtubules and microfilaments (Birgbauer and
Solomon, 1989; Goslin et al., 1989). Because of its interesting properties
and distribution, we have studied the 13H9 antigen further.
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We showed previously that 13H9 binds to purified intestinal ezrin
(Birgbauer and Solomon, 1989). Two more recently identified proteins,
moesin and radixin, are highly related to ezrin (75% amino acid identity)
(Funayama et al., 1991; Lankes and Furthmayr, 1991). Ezrin was
initially identified as a minor component of brush border microvilli and is
found in actin-rich surface structures of many cell types (Bretscher, 1989;
Franck et al., 1993; Turunen et al., 1989). Moesin (Lankes and
Furthmayr, 1991) was cloned from the human cell line HL60 and shows a
distribution by immunofluorescence similar to that of ezrin (Franck et al.,
1993). Radixin was identified as a component of liver cell-cell adherens
junctions and may bind to F-actin in vitro (Funayama et al., 1991; Sato et
al., 1992). Antibodies that bind to radixin stain both adherens junctions
and cleavage furrows (Sato et al., 1991), but these antibodies also
recognized ezrin and moesin (Sato et al., 1992).
Ezrin, radixin and moesin (ERM) show about 30% sequence
similarity in the amino terminal 260 amino acids with the amino terminal
domain of band 4.1 (Gould et al., 1989) and talin (Rees et al., 1990). This
region of band 4.1 has been implicated in poly-phosphoinositide-sensitive
binding to glycophorin (Anderson and Marchesi, 1985). In addition, the
predicted protein product of the neurofibromatosis 2 gene, called merlin or
schwannomin (Rouleau et al., 1993; Trofatter et al., 1993), displays 45%
homology with the ERM proteins. Based mostly on the homology to the
membrane-binding region of band 4.1 and the immunolocalization,
several groups have suggested that the ERM-proteins might serve as
linkers between the membrane and the cytoskeleton (Gould et al., 1989;
Rees et al., 1990; Algrain et al., 1993; Franck et al., 1993; Sato et al.,
1992).
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One important question is why there are three highly related
proteins (ezrin, radixin and moesin). Berryman et al. (1993) showed that
ezrin and moesin are expressed in different cell types in tissues. An
attractive hypothesis is that each member of the ERM-family is found in
different subcellular structures and interacts with different membrane
and cytoskeletal proteins. The ERM proteins might then perform
different functions in different structures in the cell.
In this chapter, we identify the precise amino acid sequence
recognized by 13H9 and show that its epitope is present in all members of
the ERM-family. We provide evidence that all members of this family are
expressed in a simple cell type, the chicken red blood cell which is
postmitotic (no cleavage furrow), non-motile (no leading edges) and exists
in suspension (no adhesion contacts). Radixin is the major ERM-
component in the cytoskeleton. Using antipeptide antibodies that
discriminate between the three proteins, we show that both radixin and
ezrin are found in the same subcellular structure, the marginal band. We
follow the behavior of radixin during erythropoietic development and
show that radixin co-localizes with F-actin throughout development. In
addition, radixin becomes increasingly associated with the cytoskeleton
over the course of development. This time course of increasing
cytoskeletal association of radixin parallels that of increasing stability of
the cells to the microfilament-disrupting drug cytochalasin D (Chapter 2;
Winckler and Solomon, 1991). This raises the possibility that radixin
plays a role in stabilizing the shape of the mature erythrocyte.
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Materials and Methods
Antibodies
Monoclonal antibodies 13H9 and 6-1D, both of the IgM class, have
been previously described (Birgbauer et al., 1991; Birgbauer and Solomon,
1989; Goslin et al., 1989; Bond et al., 1986). To raise antisera specific to
moesin, ezrin and radixin, the following acetylated peptides
corresponding to mouse sequences were synthesized onto a lysine core
(Tam, 1988) by Research Genetics, Huntsville, Alabama:
Moesin 466-477 AMSTPHVAEPA
Radixin 400-409 KSAIAKQAAD
Ezrin 480-489 PVNYHVQEGL
Rabbits were injected subcutaneously with 500 - 750 jig of peptide
in Freund's complete adjuvant, followed by three boosts, at two week
intervals, with 500-750 rg of peptide in Freund's incomplete adjuvant.
Mapping the 13H9 ezrin epitope
TrpE fusion proteins were produced using the pATH 11 vector
(Koerner et al., 1991) in E. coli HB101 by induction with 20 mg/ml
indoleacrylic acid in the absence of tryptophan. Bacterial extracts were
prepared for SDS-PAGE by lysing cells in gel loading buffer.
The 13H9 epitope was mapped using a 815 bp SacI-SacI fragment
and a 1053 bp SacI-SacI fragment from the human ezrin pGEM-4Z/p81
plasmid (kindly provided by T. Hunter, Salk Institute, San Diego, CA;
(Gould et al., 1989) in pATHll (shown in Figure 4-1A). Restriction sites
within the ezrin Sad-SacI 815bp/pATH11l plasmid were used to map the
13H9 epitope to a region containing the ezrin amino acids 170 to 281. The
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epitope mapping procedures of Mehra et al. (1986) and Kosik et al.(1988a,
b) using DNAse were used to construct Xgtl 1 libraries containing
fragments of the 324 bp BamH 1-BamH 1 ezrin pATH 11 plasmid.
Unamplified Xgtl 1 libraries were screened following the methods of
Young and Davis (1985), using 13H9 as the primary antibody and
biotinylated goat anti-mouse Ig (Vector Labs) as secondary antibody
followed by the Vectastain Avidin-Biotin horseradish peroxidase complex
reagent (Vector Labs). The 13H9 positive plaques were amplified by PCR
(Perkin Elmer Gene AMP PCR DNA Kit) and subcloned into M13mp 18
phage for sequencing with Sequenase (United States Biochemical Co.)
using the dideoxy chain termination method of Sanger and the M13/pUC
sequencing primer (-20) (New England Biolabs). The shortest DNA
sequence common to the 26 sequenced clones defined a 13H9 epitope
comprising the 15 ezrin amino acids 191-205. The 13H9 epitope was
further delimited to the 13 amino acids 193-205 by cloning a PCR product
coding for the 13 amino acids and with 5' and 3' EcoR1 sites into pATH11.
The correct clone was confirmed by sequencing.
Polymerase chain reaction
PolyA+ RNA was prepared from 9 day embryonic chicken
erythrocytes (see "Cell isolation and immunofluorescence" below) by lysis
of 109 cells in 0.2 M NaCl, 0.2 M Tris pH 7.5, 1.5 mM MgC12, 2% SDS and
200 pig/ml proteinase K at 450C and elution from oligo dT-cellulose. To
obtain cDNA, we used the First-Strand cDNA Synthesis Kit (Pharmacia).
This cDNA prepared from 5 ,ug polyA+ RNA was used as a template for
PCR experiments. Two sets of degenerate primers were chosen from
conserved regions in all ERM proteins (Funayama et al., 1991; Gould et
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al., 1989; Lankes and Furthmayr, 1991; Turunen et al., 1989). The first
set of primers corresponded to 78FKFRAK83 and 266DFVFYA2 7 1, the
second set corresponded to 118PPETAV 12 3 and 235TPKIGF240. The sense
5' primers contained an EcoRI site at the 5' end and the anti-sense 3'
primers contained an Xbal site at the 3' end. The primer sequences were:
5' primers: GGAATTCTT(TC)AA(GA)TT(TC)(CA)GIGCIAA
GGAATTCCCNCCIGA(GA)ACIGCNGT
3' primers: GCTCTAGA(AG)AAICC(AGT)AT(CT)TTIGGNGT
GCTCTAGAIGC(AG)TA(AG)AAIAC(AG)AA(AG)TC
PCR amplification using reagents from Perkin Elmer Cetus Corp. were
performed according to the following schedule: 940C for 2 min, 450C for 2
min, 720C for 4 min per cycle for 40 cycles. The fragments were cloned
into M13/mp 18 and the correctly oriented clones were sequenced using
the Sequenase Version 2.0 Kit (United Stated Biochemical Corp.).
Cell isolation and immunofluorescence
Pure preparations of mature erythrocytes and embryonic red blood
cells were obtained as previously described (Kim et al., 1987; Miller and
Solomon, 1984). The cells were washed twice in phosphate buffered
saline (PBS) plus 0.025 M glucose prior to use. For the disruption
experiments, washed cells were incubated either at 4oC for 90 minutes or
at 370C in the presence of 0.1 gg/ml cytochalasin D (from a 1000x stock in
DMSO) or DMSO for control populations. Mature red blood cells were
allowed to settle onto glass coverslips, washed, and extracted at 370C for 5
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minutes with 0.1% NP-40 in PM2G (Solomon et al., 1979) (0.1 M Pipes, 2
mM EGTA, 1 mM magnesium sulfate, 2 M glycerol, pH 6.9). They were
then fixed for 1 minute with 0.25 % glutaraldehyde in PM2G, followed by
30 minutes with 4% paraformaldehyde in PM2G. Immature red blood
cells were extracted for 10 seconds in 0.5 % NP-40 in PM2G, then fixed in
0.25 % glutaraldehyde/PM2G for one minute followed by 4 %
paraformaldehyde/PM2G for 30 minutes. After several washes in PBS,
coverslips were quenched in 5 mg/ml sodium borohydride in PBS three
times for 5 minutes each time.
Affinity purified antibodies were prepared by slight modifications
of established procedures (Olmsted, 1981) from proteins transferred onto
nitrocellulose. Anti-radixin 457 was ffinity-eluted from hydroxyapatite-
purified radixin or from the radixin-immunoreactive band of NIH-3T3
cells; anti-moesin 454 was affinity-eluted from the moesin-
immunoreactive band of NIH-3T3 or of P19 mouse teratocarcinoma cells;
and anti-ezrin 464 was affinity-eluted from the ezrin-immunoreactive
band of P19 mouse teratocarcinoma cells.
Immunofluorescence was performed with anti-tubulin mAb 6-1D
(Bond et al., 1986), anti-ezrin pAb 464, anti-moesin pAb 454 and anti-
radixin pAb 457, and FITC-conjugated goat anti-mouse and FITC- or
Texas Red-conjugated goat anti-rabbit secondary antibodies (Organon
Teknika-Cappel Malvern, PA). To visualize F-actin, we used rhodamine-
coupled phalloidin (Molecular Probes, Eugene OR) simultaneously with
the FITC-conjugated goat anti-rabbit secondary antibodies. Prior to the
primary antibody incubations, coverslips were blocked for 20 minutes at
370C with 10% normal goat serum and 1% bovine serum albumin (BSA)
in PBS. The antibody incubations were carried out for 30 minutes each
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time at 370C in a moist chamber in the presence of 1% BSA (Sigma
Chemical Co., St. Louis, MO) in PBS. Coverslips were mounted onto
slides using gelvatol mounting medium containing 15 mg/ml 1,4-
diazabicyclo[2.2.2]octane, an anti-fade agent obtained from Aldrich
Chemical Co., Milwaukee, WI. They were examined on an Axioplan
microscope (Carl Zeiss, Inc., Thornwood, NY) using a 100x, 1.4 NA,
objective.
Protein extracts and protein blotting
Red blood cell extractions were performed similarly to those
previously described (Birgbauer and Solomon, 1989). Briefly, red blood
cells were extracted for 5 minutes with 0.1% NP-40 in PM2G in the
presence of protease inhibitors (aprotinin, leupeptin, PMSF or Pefabloc
(Boehringer Mannheim)) to obtain the "soluble" fraction. After one wash
with the extraction buffer, the pellet was further extracted with 8 M urea
in phosphate-buffered saline (PBS) with protease inhibitors to obtain the
"cytoskeletal" fraction. Unless otherwise noted, the cytoskeletal fraction
was dialyzed into PBS + 1 mM dithiothreitol prior to SDS-PAGE.
For total cell extracts from 3T3 cells, 9 confluent 100mm tissue
culture dishes, grown in DME with 10% bovine calf serum, were washed
once in PBS, cells were scraped into PBS and spun down at 1000 rpm in
an IEC model HN-S centrifuge. The cell pellet was resuspended in 400 1l
PBS with protease inhibitors, then 3x sample buffer was added to a final
concentration of lx. The extract was passed repeatedly through a 26 G
needle to shear the DNA.
For immunoblotting, samples separated on a 7.5% polyacrylamide
gel with a 3% polyacrylamide stacker, according to the method of Laemmli
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(Laemmli, 1970), were transferred to nitrocellulose electrophoretically
and probed by slight modifications of standard procedures (Tobin et al.,
1979). The nitrocellulose filters were stained for total protein with 0.2%
Ponceau S (Sigma Chemical Co., St. Louis, MO) in 3% trichloroacetic acid,
photographed, and then the Ponceau S was washed away. The
nitrocellulose filters were blocked with 3% BSA in PBS with 0.05%
sodium azide for several hours. Antibody incubations (overnight for first
antibody, one hour for second antibody) were done in the same buffer.
Following the primary and secondary antibody incubations, blots were
washed in blocking buffer which contained 0.1% SDS and 0.05% NP-40.
125I-labeled goat anti-mouse Ig and Protein A were obtained from Dupont
New England Nuclear, Boston, MA.
Binding of 13H9 to synthetic peptides
The peptide IAQDLEMYGINYF was synthesized by the M.I.T.
Biopolymers Facility with an unblocked amino-terminus. This peptide
was completely insoluble in aqueous solutions over a range of pHs and
was dissolved in DMSO. Two unrelated peptides were used as controls:
CQQLRELQRH and CADSYAEEEE. The control peptides dissolved in
water. A 1 mg/ml solution of the peptides was prepared and 1, 2, 4 and
7.5 pl were applied onto PVDF membrane using a BioRad slot blot
apparatus. One row of slots was filled with DMSO alone. The membrane
was processed as described above for Western blots except that TNT (25
mM Tris, 170 mM NaC1, 0.05% Tween-20 pH 7.5) was used instead of 3%
BSA/PBS.
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Results
The 13H9 antibody recognizes an epitope common to all members
of the ERM-family
Previous data demonstrated that 13H9 binds to ezrin purified from
chick intestinal epithelia (Birgbauer and Solomon, 1989). We have
determined the protein sequence from ezrin that is sufficient to bind
13H9. Figure 4-1A depicts a simplified map of human ezrin cDNA. The
two SacI-SacI fragments representing most of the coding region were
expressed separately as TrpE fusion proteins and bacterial lysates were
probed with 13H9. Figure 4-1B, lane 1 contains the 5' SacI-SacI fusion
protein, lane 2 contains the 3' SacI-SacI fusion protein and lane 3
contains TrpE protein alone. 13H9 recognized an epitope in the 5' (lane
1), but not the 3' (lane 2) SacI-SacI fusion protein. It also did not
recognize TrpE by itself (lane 3) (see arrows). The 3' SacI-SacI fusion
protein migrates slower on SDS-PAGE than its predicted molecular
weight. Gould et al. (1989) made a similar observation for full length
ezrin. Beginning with the 5' SacI-SacI fragment, we mapped the 13H9
epitope by successive deletions (see Materials and Methods). A fusion
protein containing a 13 aa region of human ezrin is still positive with
13H9 (Figure 4-1A).
To confirm the epitope mapping on fusion proteins, we synthesized
a peptide of the sequence IAQDLEMYGINYF. 13H9 recognized this
peptide, but not two unrelated control peptides, on slot blots (Figure 4-
1C). We note that the presumptive 13H9 epitope is highly conserved in
the amino acid sequences predicted from the cDNA sequences of radixin,
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Fig.4-1 Mapping of the 13H9 epitope.
A. Simplified restriction map of human ezrin showing the position of the
SacI restriction sites used for making the TrpE fusion proteins shown in
part B. The position and sequence of the 13 aa 13H9 epitope are
indicated.
B. Western blot using 13H9 on human ezrin TrpE fusion proteins. Lane 1
contains the 5' SacI-SacI fusion protein, lane 2 the 3' SacI-SacI fusion
protein, and lane 3 the TrpE protein without insert. The black arrowhead
indicates the position of the 5' SacI-SacI fusion protein which is
recognized by 13H9. The white arrowhead points at the position of the 3'
SacI-SacI fusion protein which is not recognized by 13H9. The black
arrow indicates the position of TrpE alone.
C. Peptide slot blot using 13H9. 13H9 binds to the epitope peptide
(IAQDLEMYGINYF) but not to two control peptide 1 (CQQLRELQRH) or
control peptide 2 (CADSYAEEEE) or DMSO. The amount of peptide
spotted is indicated across the top.
155
A
ATG Sac Sac 1 TAA SaC 1
1 276 o 21092 1845 2155bp
577bp - 615bp
ATT GCT CAG GAC CTG GAA ATG TAT GCA ATC ATAC TAT TTC
Ilr Ala Gln Asp Lou Glu t Tyr Gly XIe An Tyr Phb
B C
13H9 ua Bde:
13H9 epitope peptido
control peptide 1
control peptide 2
DMSO
1 2 3
moesin and merlin/schwannomin. There is a single amino acid
substitution from isoleucine in ezrin to valine in moesin, radixin and
merlin/schwannomin. The sequence QDLEMY, completely conserved in
all of these proteins, is sufficient for binding of 13H9 (data not shown).
Therefore, this reagent can not distinguish among these four proteins.
Expression of ERM-family members in chicken red blood cells
To determine which members of the ERM-family are expressed in
chicken red blood cells, we performed PCR using primers from regions
conserved among the three proteins (see Materials and Methods; Figure 4-
2). Since erythrocytes are not transcriptionally active after they mature,
we used mRNA from embryonic chicken red blood cells. We obtained 14
independent sequences from the resulting products. Figure 4-3 shows the
comparison of the amino acid sequences predicted from the PCR products
and the published mouse cDNA sequences. The predicted amino acid
sequence of twelve of the clones corresponded precisely to the mouse
radixin sequence (sequence A in Figure 4-3). The amino acid sequence of
the two other clones was 96% identical to mouse moesin and 84% identical
to mouse ezrin and radian (sequence B in Figure 4-3). This result
demonstrates that more than one ERM-member (radixin and presumably
moesin) is expressed in 9 day chicken red blood cells. The failure to detect
a third sequence (presumably ezrin) by PCR might arise because of its low
abundance or because of differences between the chosen primers and the
unknown chicken sequence. We demonstrate below, by immunological
techniques, that ezrin is expressed in these cells as well.
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Fig.4-2 Consensus sequence of mouse ERM proteins.
The consensus predicted amino acid sequence of the mouse ERM proteins
is indicated. Capital letters designate positions of identity among the
three proteins, small letters designate positions where 2/3 proteins have
the same residue and dots designate positions where each protein has a
different amino acid. The positions of the PCR-primers and the antigen
peptides are indicated.
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Fig.4-3 Comparison of the sequences from the PCR-products using
conserved ERM-primers with the mouse ERM-sequences.
The sequence of the mouse ERM-proteins is shown in the region spanned
by the primers. The full sequence is given for ezrin (E), for radixin (R)
and moesin (M) only the divergent sequences in five blocks (I-V) are
indicated. The sequences of the two PCR products are shown as A (100%
identical to radixin) and B (96% identical to moesin).
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Specific anti-peptide antibodies against individual family
members
To obtain antisera specific for individual proteins in the ERM-
family, we raised polyclonal antibodies to peptides which occurred in
divergent regions of the ERM-family (Funayama et al., 1991; Gould et al.,
1989; Lankes and Furthmayr, 1991; Turunen et al., 1989) and which
showed no significant homology to any non-ERM sequences in the
database (Figure 4-2). We used synthetic peptides corresponding to
mouse radixin 400-409 KSAIAKQAAD, mouse moesin 466-477
AMSTPHVAEPA, and mouse ezrin 480-489 PVNYHVQEGL.
To test whether these polyclonal antibodies were in fact specific for
individual family members, we chose a source of protein in which the
ERM members showed distinct mobility on SDS-PAGE, the mouse cell
line, NIH3T3. As shown in Figure 4-4A, each of our anti-peptide
antibodies recognized a single major band in the region of 70 - 80 kd
which was not recognized by the preimmune sera (Figure 4-4B). The
bands recognized by the antisera have different mobilities and show no
discernible crossreactivity. Anti-ezrin serum 464 recognized the band of
slowest mobility, anti-radixin serum 457 the band of intermediate
mobility and anti-moesin serum 454 the band of fastest mobility. This
order of mobility agreed with data published by Sato et al. (1992). They
compared the electrophoretic mobility of in vitro translated mRNA from
the cloned sequences to the three bands seen with antibodies in various
tissue culture cells and tissues. On long exposures, several minor bands
could be observed with the anti-peptide reagents (see Figure 4-4A).
However, Western blots using affinity-purified antibodies showed only a
single band (Figure 4-4C).
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Fig.4-4 Western blots on 3T3-cells using specific ERM anti-peptide
antibodies.
Strips of total 3T3-protein extracts were probed
A. with anti-ezrin antibody 464, anti-radixin antibody 457, and anti-
moesin antibody 454 B. with the corresponding preimmune sera and
C. with affinity-purified reagents.
454, 457, and 464 recognize three bands with different electrophoretic
mobility in the 70 - 80 kd region. Each antibody recognizes only one of
the three bands and there is no detectable crossreactivity. None of the
preimmune sera recognizes bands in this region.
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Using the antipeptide polyclonal antibodies on chicken red blood
cell cytoskeletal fractions, we saw reactivity with bands of 80 kd which
were not present in the preimmune sera (see Figure 4-5). On 7.5% SDS-
PAGE, the three sera gave bands of identical mobility on chicken red
blood cell material which could not be separated from one another. We
cannot completely rule out the possibility that the avian ERM-sequences
are sufficiently different from the mouse sequences that the anti-peptide
antibodies crossreact on chicken protein. We consider this possibility
remote since a sequence which was chosen especially because it was
characteristic and unique for a particular ERM protein from the
published sequences of several species would have to be present in more
than one ERM protein in chicken. The absolute test of this possibility,
though, awaits the cloning of the chicken sequences.
Radixin and ezrin are components of the marginal band
To localize radixin in chicken erythrocyte cytoskeletons, we
performed immunofluorescence using anti-radixin antibody 457 on NP40-
extracted cytoskeletons. Figure 4-6A shows staining with the whole anti-
radixin 457 serum, Figure 4-6B staining with 457 preimmune serum and
Figure 4-6C staining with affinity-eluted 457. Affinity-purified anti-
radixin 457 crisply stains the marginal band with little staining
elsewhere in the cell. Affinity-eluted anti-ezrin antiserum 464 also stains
the marginal band of adult erythrocytes (Figure 4-6D) - albeit with
substantially lower intensity than the anti-radixin antiserum. A control
staining without first antibody, but only FITC-goat anti-rabbit is shown
in Figure 4-6E. Affinity-eluted anti-moesin antibody 454 gives no
staining over background (data not shown).
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Fig.4-5 Western blots on cvtoskeletal fractions from chicken red blood
cells using specific ERM anti-peptide antibodies.
Three sets of strips with erythrocyte cytoskeletal fractions were probed
with anti-ezrin antibody 464, anti-radixin antibody 457, and anti-moesin
antibody 454 and the corresponding preimmune sera. Each antibody
recognizes a single major band in the 80kd region that is not recognized
by the preimmune sera (see arrow).
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Fig.4-6 Localization of radixin and ezrin in adult chicken erythrocytes.
Adult chicken erythrocytes were stained with
A. anti-radixin 457 whole serum,
B. 457 preimmune serum,
C. 457 affinity-purified antibody,
D. anti-ezrin 464 affinity-purified antibody, and
E. FITC-goat anti rabbit secondary antibody alone.
Radixin and ezrin localize to the marginal band. Bar = 10 pm.
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Radixin distribution and fractionation changes during
development
Since one can obtain fairly uniform populations of early
erythropoietic precursors from early chick embryos, we were able to study
the changes in ERM-members during the maturation of the red blood cell.
In early red cells (day 1 and 2), microtubules are often found in diffuse
arrays coursing throughout the cytoplasm. Most cells obtained from the
circulation of day 2-3 embryos contain bundles of microtubules that criss-
cross through the cytoplasm frequently near the periphery. Starting at
day 4, the majority of cells contain a single dominant bundle of
microtubules near the periphery reminiscent of the mature marginal
band, but some microtubules are still found in off-band positions. By day
5, virtually all cells contain marginal bands (Kim et al., 1987).
Using affinity-purified anti-radixin 457, we followed the
distribution of radixin during the formation of the marginal band in early
erythropoietic precursors. Figure 4-7 shows immunofluorescence staining
using affinity-purified anti-radixin 457. We find that in the earliest cells
anti-radixin 457 gives faint, diffuse staining. From focusing through the
cell, we get the impression that the staining is membrane-associated, and
conspicuously in blebs. In day 3 and 4 cells, anti-radixin 457 staining is
less diffuse and instead concentrated in brightly staining patches. In day
5 cells, anti-radixin 457 staining is largely found in the position of the
marginal band, although some cytoplasmic staining persists.
To determine the extent of cytoskeletal association of radixin at
various stages during development, we prepared soluble and cytoskeletal
fractions (see Materials and Methods) from embryonic red blood cells and
quantitated the proportion of anti-radixin 457 signal in the cytoskeletal
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Fig.4-7 Localization of radixin in developing chicken red blood cells.
Anti-radixin 457 affinity-purified antibodies were used for staining of
chicken red blood cells obtained from day 2 (A),day 3 (B),day 4 (C), and
day 5 (D) embryos. Initially, 457 gives diffuse and patchy staining that
appears to be near the membrane. Later 457 stains predominantly bright
patches and by day 5 the majority of the 457 staining is in the position of
the marginal band. Bar = 10 tm.
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fraction. As shown in Table 4-1, the proportion of radixin in the
cytoskeleton increases over the course of development from 5% to 40% in
adult cells.
Radixin co-localizes with F-actin during development of the red
blood cell, but not with microtubules
Since radixin colocalizes with both microtubules and F-actin in the
adult red blood cell, the cytoskeletal association of radixin could be
mediated by the interaction with microtubules or F-actin. To address this
possibility, we simultaneously visualized radixin and F-actin or radixin
and tubulin. Figure 4-8A,B shows double staining of day 3 cells with
anti-radixin 457 (A) and rhodamine-phalloidin (B). Figure 4-8C,D shows
double staining with anti-radixin 457 (C) and the monoclonal anti-tubulin
antibody 6-1D (D). Radixin distribution largely overlaps that of F-actin,
while the overlap with microtubules is not striking until later in
development. At no developmental stage do we detect radixin at the
equator before microtubules. These results show that radixin follows
microtubules to the position of the marginal band, but arrives there
concurrently with F-actin.
Since radixin is found in the position of the marginal band, it might
interact with microtubules. To test whether radixin localization to the
position of the marginal band was dependent on intact microtubules, we
disrupted microtubules in day 5 cells. Cold treatment leads to virtually
complete disappearance of the tubulin staining. The anti-radixin 457
staining on the other hand is entirely unchanged and still found in the
position of the marginal band (Figure 4-9). The same result had been
obtained with 13H9 (Birgbauer and Solomon, 1989). We conclude that
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Table 4-1
Subcellular fractionation of radixin in embryonic chicken red
blood cells
Source of RBCs:
age of embryos
(in days)
radixin in cvtoskeletal
fraction (%):
3 4 5 7 10 adult
5 10 15 34 37 40
Red blood cells (RBCs) were isolated from chick embryos or adult
chickens. Cells were fractionated into soluble and cytoskeletal fractions
as described in Materials and Methods. Western blots were performed
using anti-radixin antibody 457 and the signal from multiple loadings of
each sample quantitated.
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Fig.4-8 Comparison of the localization of radixin with the localization of
F-actin and microtubules in day 3 embryonic red blood cells.
A,B. Double immunofluorescence of day 3 red blood cells using anti-
radixin 457 affinity-purified antibody (A) and phalloidin to visualize F-
actin (B). There is substantial overlap between the two staining patterns.
C,D. Double immunofluorescence of day 3 red blood cells using anti-
radixin 457 affinity-purified antibody (C) and anti-tubulin monoclonal
antibody 6-1D (D). Radixin does not stain microtubules along their
lengths. Bar = 10 m.
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Fig.4-9 Radixin persists in the position of the marginal band when
microtubules are depolvmerized.
Double immunofluorescence of day 5 red blood cells pre-incubated at 370C
(A,B) or 40C (C,D) using anti-tubulin mAb 6-1D (B,D) or affinity-eluted
anti-radixin antibody 457 (A,C).
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the localization of radixin to the position of the marginal band is not
dependent on intact microtubules.
Given the colocalization of radixin and F-actin in early embryonic
cells and the reported barbed end capping activity of radixin (Tsukita et
al., 1989), it is likely that radixin binds to F-actin directly or indirectly in
the marginal band as well. We wanted to test this possibility.
Cytochalasin D treatment leads to disruption of a substantial proportion
of the cell's F-actin in day 5 red blood cells. Some F-actin is still found in
the position of the marginal band, but there are aberrant brightly
staining bars and patches throughout the cell. Anti-radixin 457 staining
is identical to control cells and is not found in the aberrant F-actin bars
(Figure 4-10). This result raises the possibility that radixin additionally
interacts with another detergent-insoluble component. Alternatively, it
might bind to the F-actin in the marginal band which was refractory to
cytochalasin D treatment.
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Fig.4-10 Radixin staining is not disrupted by cytochalasin D.
Double immunofluorescence of day 5 red blood cells pre-incubated in
DMSO as a control (A,B) or O.1 g/ml cytochalasin D (C,D) using
rhodamine-coupled phalloidin to visualize F-actin (B,D) or affinity-eluted
anti-radixin antibody 457 (A,C).
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Discussion
We are interested in studying the molecular structure of
membrane-cytoskeleton interactions in a simple model system, the
marginal band of chicken erythrocytes, in order to elucidate how the
cytoskeleton is put together to support a particular cell shape. We have
previously shown that one antibody, 13H9, binds to ezrin, and binds to a
protein that co-assembles with tubulin (Birgbauer and Solomon, 1989;
Goslin et al., 1989; Birgbauer et al., 1991). 13H9 intensely stains both the
non-motile marginal band in chicken erythrocytes and the motile domains
of fibroblasts and neurons. We show here that the epitope of 13H9 is
present in at least four related proteins (ezrin, radixin, moesin and
merlin/schwannomin). The expression pattern and localization of the
ERM-family in chicken erythrocytes limits previous models for ERM-
function and raises possibilities for their role in erythrocyte
morphogenesis.
A postmitotic non-motile cell in suspension, the chicken
erythrocyte, expresses all three ERM-proteins
We present evidence that all three ERM proteins are expressed in a
single cell type, the chicken erythrocyte, from three distinct lines of
experimentation: 1. using PCR to look at expressed transcripts, we were
able to detect the expression of both radixin and moesin in day 9
embryonic red blood cells; 2. purification of the cytoskeletal ERM proteins
from mature erythrocytes and microsequencing of the major protein
confirmed the PCR result that radixin is the major ERM protein, in
particular in the cytoskeletal fraction of this cell (see Chapter 3); 3. we
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raised anti-peptide antibodies to divergent regions of the ERM family in
order to distinguish the ERM proteins from each other. The availability
of these specific reagents overcomes a major problem arising in many
previous studies of the ERM proteins using cross-reacting reagents, and
allows us to track all three proteins individually in the same cell type.
The ERM proteins have been previously localized to cell-cell and cell-
substrate adhesion points, cleavage furrows, microvilli, and leading edges
(Bretscher, 1983; Tsukita et al., 1989; Sato et al. 1991,1992). Chicken
erythrocytes are post-mitotic (no cleavage furrow), are non-motile (no
leading edges) and develop and function in suspension (no adhesion
contacts), but apparently express all three ERM proteins.
Radixin and ezrin localize to the same subcellular structure, the
marginal band
Using the specific antibody reagents, we were able to show that at
least two of these proteins (radixin and ezrin) co-localize to the same
subcellular structure, the marginal band. All of the cell's microtubules
and the majority of the cell's F-actin are found in this position. Therefore,
in the avian erythrocyte, there are not many functionally and structurally
distinct populations of F-actin (i.e. adherens junctions vs. microvilli vs.
focal contacts etc.) that might require different members of the ERM-
family as Sato et al. (1992) suggested. Radixin has so far been identified
as a component of two structures: cell-cell adherens junctions and
cleavage furrows (Sato et al., 1991; Tsukita et al., 1989), although the
antibodies used for the localizations showed crossreactivity with ezrin and
moesin (Sato et al., 1992). We show here with specific antibodies that
radixin is found in a third structure, the marginal band. These structures
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perform quite distinct functions in cells, but share structural features,
namely a close apposition of F-actin and the cell membrane. Radixin's
role could, therefore, be one of a universal cytoskeleton-membrane linker
whose activity is regulated by associated proteins that are specific to a
given structure and confer functional specificity.
Binding partners of radixin and ezrin in the marginal band
We show here that the fractionation of radixin changes over the
course of development: it is increasingly associated with the cytoskeleton
as assayed by insolubility in nonionic detergents. We are interested in
determining the molecular basis for this association and for the change in
association in development. We demonstrate here that the cytoskeletal
fractionation of radixin is not due to inherent insolubility of the
polypeptide, but likely reflects the association with other cytoskeletal or
membrane components. Both radixin and ezrin can be phosphorylated
(Bretscher, 1989; Fazioli et al., 1993). It is possible that the presence of a
post-translational modification determines the association of radixin with
the cytoskeleton. This possibility needs to be addressed directly. In A431
cells, no correlation exists between the phosphorylation state of ezrin and
its fractionation properties (Bretscher, 1989).
It remains to be determined whether ezrin and radixin have
identical binding partners in the marginal band or might bind a common
membrane protein through the highly conserved amino terminus (>80%
identity), but different cytoskeletal elements through the divergent
carboxy termini. Members of this family might also form dimers with one
another as has been suggested in preliminary reports (Andreoli et al.,
1992; Gary et al., 1992).
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A role for radixin in the formation of the marginal band
During the development of the chicken red blood cell, the
postmitotic spherical precursor cell undergoes a series of morphological
changes that are accompanied or even driven by cytoskeletal
rearrangements (Kim et al., 1987; Winckler and Solomon, 1991; Chapter
2). In the spherical cell microtubules are in diffuse arrays. Later they
form several bundles near the periphery. By day 4-5 a single microtubule
bundle encircling the cell's periphery is found. At this stage, the cell is
disc-shaped, and the microtubule bundle is at the equator.
Here, we show that radixin co-localizes with F-actin in brightly
stained patches in early erythropoietic cells and does not localize to the
cell's equator until microtubules have already arrived in this position. We
have argued previously that the structural properties of microtubule
bundles alone could be responsible for driving all microtubules into a
single bundle and flattening the cell to a disc-shape (Birgbauer and
Solomon, 1989; Winckler and Solomon, 1991; Chapter 2). This
microtubule-autonomous model of erythrocyte morphogenesis was based
on the observation that experimental manipulations, especially disrupting
the F-actin network with cytochalasin D, lead to dramatic microtubule-
dependent shape changes in embryonic chicken red blood cells. The
susceptibility to undergo cytochalasin D-induced shape changes was
restricted to a narrow early window in development (day 2-3), and
disappeared with increasing developmental age (Winckler and Solomon,
1991; Chapter 2). The radixin localization studies presented here are in
agreement with a microtubule-autonomous model of marginal band
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formation and suggest that radixin is not involved in directing the
formation of the marginal band.
The flattened shape of the mature erythrocyte is not dependent on
intact microtubules while that of the immature red blood cell is (Behnke,
1970a). That suggests that components of the non-tubulin cytoskeleton
which assemble over the course of development are sufficient to maintain
the flattened cell shape. Therefore, radixin might play a role in
stabilizing the cytoskeleton at later developmental stages by providing
membrane-cytoskeletal linkages. This suggestion is supported by the
observation that the time course of the association of radixin with the
cytoskeleton and the time course of the cell's loss of cytochalasin D
susceptibility are co-incident (Winckler and Solomon, 1991; Chapter 2).
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Chapter 5
The Morphogenesis of the Chicken Erythrocyte
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The primitive erythropoietic cell of the chick embryo develops from
a mitotic spherical precursor to a flattened ellipsoid. Concomitant with
this cell flattening, microtubules rearrange from several bundles in many
planes to a single bundle at the equator of the ellipse (Kim et al., 1987).
This series of morphogenetic events occurs in suspension without cell-cell
or cell-substrate contacts and is, therefore, intrinsic to the cell, driven by
the cytoskeleton. How does the cytoskeleton effect these changes?
Microtubules and erythrocyte morphogenesis
On a molecular level, we envision the following series of events
taking place: After the final mitosis, the properties of microtubules
change in a manner that suggests increasing lateral interactions (Kim et
al., 1987). These interactions might be facilitated by the onset of the
expression of a microtubule associated protein that mediates microtubule-
microtubule interactions resulting in the formation of microtubule
bundles. Since there are no data concerning the expression of the
putative erythrocyte bundling protein syncolin (Feick et al., 1991), we do
not know whether or not syncolin might fulfill this function. The
requirement for this putative bundling protein might be restricted to a
discrete developmental stage, since no proteins other than tubulin are
necessary for in vitro regrowth of the marginal band (Swan and Solomon,
1984).
The results described in Chapter 2 suggest that developing
erythrocytes pass through a developmental stage during which
microtubules are competent to exert elongating forces on the cell. The
properties of this phenomenon are consistent with a role for microtubules
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in specifying the characteristic morphology of these cells. The initial
flattening of the cell might, therefore, be due to the pushing forces of
microtubule bundles which also lead to the formation of a single
peripheral bundle of microtubules. With further development, the
properties of microtubules change further. The loss of nocodazole
sensitivity (Kim et al., 1987) might reflect stabilization of microtubules by
lateral interactions or a capping protein.
Other cytoskeletal elements and erythrocyte
morphogenesis
Not only microtubules, but also other cytoskeletal elements mature
during development. This is most noticeable by the fact that more mature
erythrocytes do not lose their flattened shape when microtubules are
depolymerized while immature cells do. Therefore, at some point in
development cytoskeletal elements other than microtubules become
sufficient for maintaining the flattened shape. The spectrin-actin
network assembles (Lazarides, 1987). Vimentin expression is detected
from day 4 on. Vimentin filaments are found connecting the nucleus to
the membrane skeleton and could conceivably play a crucial role in
stabilizing the flattened elliptical shape of more mature erythrocytes.
Changes in these two other cytoskeletal elements might also lead to the
observed loss of cytochalasin D susceptibility in development (Chapter 2).
A role for radixin in erythrocyte morphogenesis
Radixin becomes increasingly associated with the cytoskeleton, as
shown in Chapter 4. We do not know at this point, what is the molecular
basis for this increasing association with the cytoskeleton. It is possible
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that the radixin binding sites are limiting for cytoskeleton association, so
that most of the radixin is soluble in early red cells. As the cell matures,
it might express higher levels of radixin binding proteins which recruit
radixin into the cytoskeleton. Alternatively, the soluble and cytoskeletal
forms of radixin might differ from each other on the molecular level. For
instance, it is possible that a posttranslational modification determines
the cytoskeletal association of radixin. In this case, the activity of the
modifying enzyme might be developmentally regulated.
All available evidence suggests that radixin interacts with F-actin.
Consistent with this notion is our observation that in primitive
erythrocytes radixin is associated with F-actin patches at stages before
marginal band formation is complete. Eventually, it is found exclusively
in the position of the marginal band. One important question is why
radixin localizes to only a subset of F-actin, that in the position of the
marginal band but not that in the cortex. This question is directly related
to the question of the function of radixin as well. It is possible that the
radixin binding protein is itself restricted to the position of the marginal
band. In terms of the development of the restricted distribution, this
potential answer just shifts the question from why radixin is restricted to
the marginal band to why the radixin binding protein is restricted to the
marginal band. It is, therefore, tempting to speculate that radixin in
some fashion interacts with microtubules since we have evidence for a
mechanism in which microtubules can place themselves into an
equatorial, peripheral position. Microtubules could then serve as a kind
of assembly matrix for other proteins (for instance radixin) in this
position. In this model, radixin binds to F-actin only near microtubules
and therefore, accumulates in the position of the marginal band. It might
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serve a role in stabilizing the marginal band by being part of a link
between actin, microtubules and the membrane.
What is the evidence favoring the interaction of radixin with
microtubules? We know that the localization of radixin to the position of
the marginal band is not dependent on intact microtubules (Birgbauer
and Solomon, 1989; Chapter 4). This does not disprove the idea, though,
that radixin might bind microtubules since detergent-insoluble proteins
could additionally bind to microtubules (Swan and Solomon, 1984). It
merely argues that radixin binds more than one cytoskeletal component.
Birgbauer and Solomon (1989) already argued that the 13H9 antigen has
properties of both microtubule- and microfilament-association. The
argument for microfilament association was based on the fact that 13H9
stains a subset of F-actin containing structures in many cell types.
Arguments for microtubule association came from two observations: 1. the
source of the 13H9 antigen (chick brain MAPs) which demonstrated at
least an in vitro association with microtubules and 2. the microtubule-
dependence of the growth cone association of the 13H9 antigen (Goslin et
al., 1989).
The question of the possible association of the 13H9 antigen with
microtubules has been redirected due to the fact that the 13H9 antigen is
not a single polypeptide. We now want to know which ERM protein
interacts with microtubules. For instance, it would be important to know
which of the 13H9 epitope containing proteins constitutes the
microtubule-sensitive growth cone component. Experiments by Charo
Gonzalez Agosti demonstrate that radixin is found in growth cones of
chick sympathetic neurons. Whether or not radixin localization is
microtubule-sensitive has not been determined. We also do not know
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which of the ERM proteins cycle with microtubules in vitro. Since cDNAs
exist for all three ERM proteins, these experiments could now be
performed using fusion proteins.
In chicken erythrocytes, the possibility of microtubule binding of
radixin could be addressed in several ways. Stetzkowski-Marden et al.,
1991) identified a 78kd marginal band component by in vitro tubulin
overlay assays. One could establish whether this protein is an ERM
protein. Crosslinking experiments as those described in Appendix 4 could
test the possibility that radixin is a near neighbor of tubulin in the
marginal band. In addition, immunoelectron microscopy of sectioned
erythrocytes using the anti-radixin antibody could shed light on the
proximity of radixin to microtubules and the membrane.
A role for microtubule-cortex linkages in erythrocyte
morphogenesis
It is likely that microtubules start interacting increasingly with the
cortex over the course of development. Swan and Solomon (1984)
obtained evidence for the existence of a microtubule associated protein
present in the position of the marginal band even in the absence of
microtubules which can direct microtubule reassembly (i.e. a marginal
band determinant). This determinant might also be involved in
organizing microtubules during development. Kim et al. (1987) showed
that the regrowth of the microtubule marginal band in vivo occurs in
primitive red cells as well, but in contrast to the regrowth in adult cells
(Miller and Solomon, 1984), not all microtubules are confined to the
marginal band. The results in Chapter 2 suggest that microtubule
bundles alone can lead to a marginal band without the presence of a
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determinant during development or during in vivo regrowth. The in vivo
regrowth experiment on embryonic red cells, therefore, does not address
whether the regrowth is microtubule-driven or determinant-specified.
This point would be better addressed by in vitro regrowth experiments as
those performed by Swan and Solomon (1984) on adult cells using
embryonic red cells instead. Since the in vitro regrowth is performed on
detergent-extracted cytoskeletons in the absence of the plasma
membrane, a microtubule-driven regrowth mechanism would not be
expected to result in a marginal band in the absence of the plasma
membrane. On the other hand, if the determinant was already in place in
embryonic red cells, the in vitro regrowth should result in at least some
curved microtubules in the position of the marginal band. This
experiment has not been done.
A related question is whether radixin could be the marginal band
determinant in adult cells identified by Swan and Solomon (1984). 13H9
was identified in a search for this component (Birgbauer and Solomon,
1989). Some of the properties of radixin are consistent with the
determinant role: It is present in the marginal band and its localization
is independent of intact microtubules. Since there are no data addressing
its association with microtubules in erythrocytes, it is presently unclear
whether or not radixin could serve to direct the in vitro regrowth of
marginal band microtubules. One possibility is to perform the regrowth
experiment in the presence or absence of anti-radixin antibodies to see if
they would block regrowth. This experiment was much talked about but
never done with 13H9 because a positive result could not be interpreted
due to the possibility that steric hindrance by the IgM could alone inhibit
regrowth. A necessary control would be an antibody to another marginal
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band component which does not block regrowth. We now have IgG
antibodies specific to radixin, which could also be used as Fab fragments.
In addition, we identified a second marginal band component, ezrin. Fab
fragments of the anti-ezrin antibody potentially could serve as a negative
control. It would be interesting if one but not the other of the antibodies
inhibited regrowth.
A general role for radixin
In the marginal band, radixin is placed ideally for mediating
microtubule-microfilament interactions. Radixin is probably also found in
adherens junctions, and cleavage furrows (Sato et al., 1992), and in
growth cones. Is the localization of radixin in these structures consistent
with a role in microtubule-microfilament interactions? There is no
documented interaction between microtubules and microfilaments in
adherens junctions, but for both growth cones and cleavage furrows there
is. It has been known for decades that the position of the cleavage furrow
in developing eggs is determined by the position of the spindle asters
(reviewed in Strome, 1993). In turning growth cones, microtubules are
often found in the direction of the future turn (Sabry et al., 1990; Tanaka
and Kirschner, 1990) in close association with the actin network. This is
consistent with the intriguing possibility that radixin is in the right place
to mediate interactions between microtubules and microfilaments.
Clearly, the test of this possibility needs further experimentation.
We have identified both radixin and ezrin as components of the
marginal band (Chapter 4). More than one ERM protein is also found in
microvilli of A431 cells (Franck et al., 1993). The co-localization can be
interpreted in several ways. It is possible that the ERM proteins perform
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essentially the same function and, therefore, do not segregate to different
cellular structures. Given the degree of functional redundancy among
actin binding proteins with much less sequence homology than the ERM
proteins, this is not unlikely. Alternatively, they might function as
complexes in the same structure. For instance, one can envision a
situation in the marginal band in which radixin-- let's say-- binds
microtubules and dimerizes with ezrin, while ezrin is bound to radixin but
also to F-actin, thereby, establishing a crossbridge between microtubules
and microfilaments via a radixin-ezrin dimer. Given the difference in
stoichiometry of ezrin and radixin in the erythrocyte cytoskeleton, this
would clearly not be the case for every radixin molecule.
Unresolved questions in erythrocyte morphogenesis
There are two aspects of erythrocyte morphogenesis which
we have not been able to address at all. One is the shape change from a
flattened disk to a flattened ellipse, the other one is the molecular basis
for the tight quantitative control of marginal band microtubules. What
controls the levels of polymerized tubulin in these cells is largely
unknown. Embryonic red cells contain many more microtubule profiles
than mature cells. This might be due-- at least in part-- to the fact that
they also contain higher levels of assembly promoting activity than adult
cells (Ranerjee et al., 1979). It is unknown how the levels of tubulin
expression, the presence of MAPs and turnover of microtubules are
regulated to achieve precisely the correct number of microtubules in the
cell.
Early embryonic red cells can be isolated and survive in culture for
several days (Barrett and Scheinberg, 1972; Hagopian et al., 1972). The
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aim of these older studies was primarily to analyze the mitotic potential
and the pattern of hemoglobin synthesis in these cells, rather than cell
shape. From the few published pictures, it is possible that cultured red
cells undergo the transition from spherical to flattened, and from
flattened to flattened ellipsoid in culture. A careful quantitative analysis
would be needed before we can conclude that the information for
elongation to an ellipse might also be intrinsic to the cell rather than, for
instance, caused by squeezing through capillaries.
Conclusion
Our current model for the role of the cytoskeleton in chicken
erythrocyte morphogenesis is that microtubules-- bundled by MAPs--
drive the change from a spherical to a flattened cell and are, therefore,
instrumental in the initial establishment of the asymmetric morphology of
embryonic red cells. The integrity of F-actin is also crucial for these early
steps in the morphogenesis by restricting microtubules to a circular
conformation. Microtubules are not, however, involved in the
maintenance of the flattened shape. Both the spectrin-actin network
(including ERM proteins) and the vimentin filaments-- alone or in
combination-- are likely to be involved in the maintenance of the flattened
shape, once it is established.
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Appendix 1: Association of Ezrin Isoforms With the
Neuronal Cytoskeleton
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We are studying the changes in the organization of
the cytoskeleton which accompany expression of dif-
ferentiated neuronal morphology. Of particular in-
terest is the elaboration of growth cones, the motile
domains of the neuronal plasma membrane, and the
cytoskeletal structures that underlie them. A candi-
date for a component of the growth cone cytoskeleton
of cultured hippocampal neurons is the antigen rec-
ognized by the monoclonal antibody, 13H9 (Birg-
bauer and Solomon, J Cell Biol 109:1609-1620, 1989;
Goslin et al., J Cell Biol 109:1621-1631, 1989). That
antibody binds strongly to growth cones, but barely
stains neurites. The characterization of the antigen,
both biochemical and microscopic, suggests that it
may interact with microfilaments and microtubules.
We have established that 13119 recognizes a subset of
the isoforms of ezrin (unpublished results). Here, we
describe the properties and localization of ezrin iso-
forms in differentiating neuronal cells, using two in
vitro systems and developing spinal cord. In embry-
onal carcinoma cells, both the abundance of ezrin and
the proportion of ezrin associated with the cytoskel-
etal fraction increase upon induction of neuronal dif-
ferentiation with retinoic acid. In the neuronal cells
within such cultures, the 13H9-positive forms of ezrin
are enriched in the growth cone, while the bulk of
ezrin identified by a polyclonal antibody shows no
specific localization. In mouse DRG neurons, 13H9
staining is asymmetrically distributed along the edges
of the complex growth cones of these cells. Staining of
developing spinal cord in rat embryos also demon-
strates that the 13H9-positive forms of ezrin do not
colocalize with the majority of ezrin. These results
support the conclusion that ezrin is a component of
the neuronal cytoskeleton, and that the localization of
covalently distinct isoforms of the protein may be sig-
nificant for growth cone function.
Key words: growth cone, actin-associated protein,
microtubule-associated protein, neuronal differentia-
tion
INTRODUCTION
Cell motility, to produce new cell shapes or to
move the cell across a substratum, is ultimately a func-
tion of the leading edge of the cell. Membrane special-
izations such as lamellipodia and filopodia, and mem-
brane domains such as ruffling edges or growth cones,
are the sites at which cells undergo the deformations that
are fundamental to movement. The expression and func-
tion of these edges clearly depend upon appropriate or-
ganization of the cytoskeleton; that fact is established by
a long list of drug interference experiments and morpho-
logical correlations. Among the issues that remain to be
resolved is how cytoskeletal elements interact with one
another and with other cellular structures to produce the
organizations required for cell motility. These interacting
proteins need not be distributed uniformly along the
length of cytoskeletal fibers, but instead may be re-
stricted to domains of cells where crucial events in mo-
tility occur.
One possible candidate for such a protein was iden-
tified by analyses of the marginal band of avian erythro-
cytes. Although the marginal band probably is not in-
volved in typical motility, it does represent a domain
where microtubules, microfilaments, and the cell surface
are in close proximity. A monoclonal antibody, called
13H9, binds to the position of the marginal band even in
the absence of assembled microtubules, as assayed by
immunofluorescence (Birgbauer and Solomon, 1989).
That same antibody applied to hippocampal neurons in
culture recognizes an epitope in growth cones but is
barely detectable in the shafts of neurites. The staining
pattern of 13H9 on growth cones is similar to that of
phalloidin; however, unlike F-actin, the 13H9 localiza-
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tion is dependent upon the maintenance of intact, assem-
bled microtubules (Goslin et al., 1989). The antigen is
also greatly enriched in ruffling edges of migrating fi-
broblastic cells (Birgbauer, 1991). These results, and
other experiments, suggest that the 13H9 antigen may
interact with both microtubules and microfilaments (Birg-
bauer and Solomon, 1989). We now know that 13H9
antigen recognizes a subset of the isoforms of the protein
ezrin (Bretscher, 1983). The epitope is specified by less
than 13 amino acids of the ezrin sequence, and the iso-
forms are generated by either covalent modifications or
alternative splicing (unpublished results). Here, we have
used 13H9 and another antibody, 904, which recognizes
most if not all isoforms of ezrin to characterize the be-
havior of this protein in neurons, both in vivo and in
vitro. The results show that the 13H9-positive isoforms
of ezrin are localized differently than is the majority of
cellular ezrin, supporting the conclusion that these forms
of ezrin are a component of the neuronal cytoskeleton in
domains specialized for motility.
MATERIALS AND METHODS
Culture of Embryonal Carcinoma Cells
The embryonal carcinoma (EC) cell line P19 was
obtained from M. McBurney, University of Ottawa.
Cells were cultured as previously described (Rudnicki
and McBurney, 1987), except that 0.5 p.M retinoic acid
(RA) was used to induce neuronal cells (Dinsmore and
Solomon, 1991). Uninduced EC cells were plated onto
coverslips coated with 0.1% gelatin (Sigma Chemical
Co., St. Louis, MO), allowed to grow for I day, and
then fixed with 4% paraformaldehyde in PBS. RA-in-
duced cells were trypsinized from dishes, dispersed by
pipetting, and plated onto coverslips coated either with
50 pug/ml laminin (GIBCO Laboratories, Grand Island,
NY) or with 0.1 mg/ml polylysine and then 20 jLg/ml
laminin.
Antibodies
Anti-ezrin serum 904 is a rabbit polyclonal serum
raised against ezrin purified from intestinal epithelia.
kindly provided by P. Matsudaira (Whitehead Institute
and M.I.T., Cambridge, MA). Rabbits were injected
subcutaneously with 50 ig of ezrin in Freund's complete
adjuvant, followed by two boosts, at 3-week intervals,
with 50 ,ug of ezrin in Freund's incomplete adjuvant.
The specificity of 904 for ezrin is based on several cri-
teria. Briefly, 904 binds to several spots of about 80 kd
resolved by two-dimensional gel electrophoresis of ma-
terial from chicken erythrocytes; it binds to bacterially
expressed ezrin fusion proteins specified by at least two
distinct domains of the human ezrin cDNA; and antibod-
ies affinity purified from those fusion proteins give blot-
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ting patterns of animal cell ezrin identical to that ob-
tained with the whole serum.
Monoclonal antibody 13H9, of the IgM class, has
been previously described (Birgbauer and Solomon.
1989); its characterization has been extended. Briefly, a
13 amino acid domain of the ezrin sequence is both nec-
essary and sufficient for 13H9 binding. In two-dimen-
sional separations (iso-electric focusing followed by
SDS-PAGE) of chicken erythrocyte ezrin, only a minor
subset of 904-positive spots is stained by 13H9.
A control monoclonal IgM, AD4, which was made
against mouse CD8 antigen, was kindly provided by D.
Raulet (Berkeley). Culture supernatants of AD4 were
used at the same concentration as 13H9. The anti-tubulin
antibody (6-1D) is a mouse monoclonal IgM described
previously (Magendantz and Solomon, 1985). The anti-
neurofilament antibody, RT97, is a mouse monoclonal
antibody previously described (Wood and Anderton,
1981). Rhodamine-, Texas Red-, and FITC-conjugated
second antibodies were obtained from Organon Teknika-
Cappel, Malvern, PA.
Immunofluorescence of Embryonal
Carcinoma Cells
Cells were fixed by underlaying the medium with
4% paraformaldehyde in PBS with 10% sucrose, then
permeabilizing with 0.5% Triton X-100 in PBS for 5
min. Cells were stained with 13H9 or 904, followed by
FITC-conjugated goat anti-mouse Ig and Texas Red-con-
jugated goat anti-rabbit IgG secondary antibodies. Prior
to the primary antibody incubations, coverslips were
blocked for 20 min at 37°C with 10% normal goat serum
and 1% BSA in PBS. The antibody incubations were
carried out in the presence of 1% BSA (Sigma Chemical
Co., St. Louis, MO) in PBS. Coverslips were mounted
onto slides using gelvatol mounting media containing 15
mg/ml 1,4-diazabicyclo-[2.2.2]-octane, an anti-fade
agent (Aldrich Chemical Co., Milwaukee, WI). They
were examined on an Axioplan microscope (Carl Zeiss,
Inc., Thornwood, NY) using a 100 x, 1.3 NA, objec-
tive. Photography was done using Kodak Tri-X 400 film.
Fractionation and Protein Analysis of EC Cells
To prepare lysates, EC cells were resuspended in
PBS with protease inhibitors (leupeptin, pepstatin,
PMSF, TAME, soybean trypsin inhibitor, and aproti-
nin), then diluted into gel-loading buffer to a final con-
centration of 2% SDS and 5% -mercaptoethanol and
boiled for 2 min. Subcellular fractionation of EC cells
was performed as follows (with the above protease in-
hibitors present in all buffers): Cells on tissue culture
dishes were washed with PBS, then washed with PM2G
10.05M PIPES, 2 M glycerol, 5 x 10- 3 M EGTA, 10 - 3
M MgSO 4, pH 6.9), and then extracted for 10 min at
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37°C with 0.1% NP-40 in PM2G. The dishes were
scraped and the suspension pelleted; supernatants were
saved as the "NP-40 SOLUBLE" fraction. The pellet
was washed once with PM2G, and then extracted for 20
min on ice with 5 mM CaC12 in 0.05 M Pipes pH 6.9 and
5 mM MgSO 4 . After pelleting again at 15,000g for 10
min, the supernatant was saved as the "CALCIUM EX-
TRACTABLE" fraction. The SDS RESIDUE" frac-
tion was then obtained by dissolving the pellet in gel
loading buffer (containing 2% SDS and 5% P3-mercap-
toethanol).
For immunoblotting, samples separated on a 7.5%
polyacrylamide gel with a 5% polyacrylamide stacker,
according to the method of Laemmli (1970), were trans-
ferred to nitrocellulose electrophoretically and probed by
slight modifications of standard procedures (Tobin et al.,
1979). The nitrocellulose filters were stained for total
protein with 0.2% Ponceau S (Sigma Chemical Co., St.
Louis MO) in 3% trichloroacetic acid, photographed,
and then the Ponceau S was washed away. The nitrocel-
lulose filters were blocked with 2% hemoglobin in PBS
with 0.05% sodium azide. Antibody incubations were
done in the same buffer. Following the primary and sec-
ondary antibody incubations, blots were washed in
blocking buffer that contained 0.1% SDS and 0.05%
NP-40. ' 25 I-labeled goat anti-mouse Ig and protein A
were obtained from New England Nuclear (Boston,
MA).
Culture and Staining of DRG Neurons
Spinal ganglia were dissected from adult female
CD-1 mice. Dorsal root ganglion neurons were isolated
as described by Lindsay (1988). The culture medium was
45% Hams F12, 45% Dulbecco's modified Eagle's me-
dium. and 10% heat-inactivated horse serum, plus pen-
icillin (25 IU/ml), streptomycin (25 pLg/ml), glutamine (I
mM) and 2.5 S nerve growth factor (I ng/ml). Cells were
cultured on glass coverslips pretreated with laminin (20
ig/ml). After about 6 hr in culture, cells were fixed in
10% formalin and 5% sucrose in PBS, and permeabilized
with 1% Triton X-100. Cells were stained with either
13H9 or with phalloidin coupled to rhodamine (Molec-
ular Probes, Inc., Junction City, OR) as described
above.
Immunostaining of Rat Embryo Sections
Rat embryos (Sprague-Dawley) were staged by
embryonic day, with date of sperm positivity defined as
EO. Embryos were dissected from pregnant rats (Taconic
Farms) and fixed overnight by immersion in ice cold 4%
paraformaldehyde in 0.1 M sodium phosphate, pH 7.4.
The fixed embryos were washed thoroughly with PBS,
then washed with 5% sucrose in PBS, and then equili-
brated with 15% sucrose in PBS. The embryos were
embedded in 7.5% gelatin in PBS plus 15% sucrose.
Prior to sectioning, the embryos were embedded in OCT
compound and frozen on dry ice. 14-r.m cryostat sec-
tions were mounted onto subbed microscope slides and
stored frozen until stained. Subbing of slides was
achieved by treating Premium microscope slides (Fisher)
with 0.25% gelatin plus 0.25 mg/ml Chrom-Alum. Sec-
tions were blocked for 1-3 hr at room temperature with
10% goat serum plus 1% BSA in PBS prior to antibody
incubations. The primary antibodies were diluted in the
above buffer and incubated on the sections overnight at
4°C. The sections were washed four times, and then
incubated at room temperature for 1-5 hr with rho-
damine- or Texas Red-labelled secondary antibodies in
the above buffer. After washing four times, the sections
were dehydrated by washing sequentially in 70% etha-
nol, twice in 100% ethanol, and twice in xylene. Cov-
erslips were then mounted with Pro-Texx, and the slides
examined on a Zeiss Axiophot microscope with a 10 x,
0.30 NA lens or a 25 x, 0.80 NA lens.
RESULTS
An Embryonal Carcinoma Model System to Study
Ezrin During Neuronal Differentiation
To study expression and localization of ezrin dur-
ing neuronal differentiation, we have taken advantage of
an embryonal carcinoma cell line, P19, characterized by
McBurney and colleagues (McBurney et al., 1982). In
normal culture medium, these cells grow and divide as
undifferentiated cells. They can be induced to differen-
tiate into either neuronal cells or muscle cells by expos-
ing aggregates in suspension to either retinoic acid (RA)
or dimethyl sulfoxide (DMSO), respectively. In each
case, the assays for differentiation are expression of
characteristic morphologies and molecular markers
(Jones-Villeneuve et al., 1982; Sharma and Notter,
1988). In particular, 50 to 70% of the RA-induced cells
display neuronal morphology: they develop well-defined
growth cones and send out long thin processes that fre-
quently branch. The rest of the cells in the culture are
large and flattened, but do not extend processes and do
not express neuronal markers (Dinsmore and Solomon,
1991).
Quantitative and Qualitative Changes in Ezrin as a
Result of P19 Cell Differentiation
We analyzed the levels of ezrin during EC cell
differentiation on immunoblots with the polyclonal anti-
ezrin serum 904 (see Materials and Methods). The level
of ezrin in RA-induced EC cells was compared to that
present in uninduced and DMSO-induced EC cells.
Equal amounts of protein from whole cell lysates were
loaded onto a gel, and immunoblots were probed with
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Fig. 1. Immunoblot of EC cell extracts probed with anti-ezrin
serum 904. a: Whole cell lysates of uninduced (lane 1), RA-
induced (lane 2), and DMSO-induced (lane 3) EC cell were
loaded for equal protein, and immunoblots probed with antise-
rum 904. The position of molecular weight markers, given in
kd, is shown at the left. b: Subcellular fractionation of unin-
duced (lane 1), RA-induced (lane 2), and DMSO-induced
904 (Fig. la, lanes 1-3). By comparing exposures of
different lengths, we estimate that there is about a two-
fold increase in the level of ezrin in the RA-treated cul-
tures. On the other hand, incubation with DMSO to in-
duce muscle differentiation resulted in a twofold to
fourfold decrease in ezrin protein.
The association of ezrin with the cytoskeleton, as
assayed by extraction with nonionic detergent, also is
altered upon RA treatment. The undifferentiated, neu-
ronal, and muscle cultures were extracted sequentially,
using a scheme previously devised to analyze microtu-
bules (Solomon et al., 1979; Materials and Methods).
About 75% of the total cell protein is released by initial
extraction with 0. 1% NP-40 in PM2G ("NP-40 SOLU-
BLE," Fig. lb), a buffer that preserves cellular micro-
tubules. The proteins that remain behind in such deter-
gent-extracted cytoskeletons can be further fractionated
by a subsequent extraction with the same buffer plus 5 x
10-3 M CaC12 ("CALCIUM EXTRACTABLE," Fig.
lb), which depolymerizes microtubules and solubilizes
associated components. The proteins remaining ("SDS
RESIDUE," Fig. lb), about 15% of the total cell pro-
(lane 3) EC cells, assayed with anti-ezrin serum 904. Sequen-
tial extractions were performed to produce a "NP-40 SOLU-
BLE" fraction, a "CALCIUM EXTRACTABLE" fraction,
and an "SDS RESIDUE" fraction. Each lane was loaded for
equal protein. Because only one band from EC cell extracts is
immunoreactive with 904 (see panel a). only this region is
shown in panel b.
tein, are solubilized by dissolving the remaining cy-
toskeletal fraction in SDS.
In both uninduced and treated P19 cells, ezrin is
detected in each of the three fractions (Fig. lb). How-
ever, the fractionation of ezrin is altered by RA-induced
neuronal differentiation. A higher proportion of the pro-
tein remains associated with the cytoskeleton after NP-40
extraction in neuronal cultures than in undifferentiated
cultures (Fig. lb, compare lanes 1 and 2). That material
is partially released by a subsequent extraction with 5 x
10- 3 M calcium, while the rest is solubilized only by
dissolving the entire cytoskeleton in SDS. Components
of microtubules in EC cells, including both assembled
tubulin and minor microtubule associated proteins
(MAPs), are released upon extraction with Ca' + in this
procedure (Dinsmore and Solomon, 1991). However, it
is clear that ezrin does not behave as do other known
MAPs. In particular, pretreatment of cells with nocoda-
zole before extraction completely depolymerizes the mi-
crotubules, but does not diminish the amount of ezrin
released in the Ca2 + extractable fraction (data not
shown). And unlike known MAPs, the association of
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much of the ezrin with the detergent-extracted cytoskel-
eton is refractory to Ca 2 + ions, and remains behind in
the residue fraction. These results rule out the possibility
that cytoskeletal ezrin is bound exclusively to the micro-
tubules, but do not preclude ezrin from interacting with
microtubules and with some other component of the cy-
toskeleton (Birgbauer and Solomon, 1989).
Localization of Ezrin Isoforms in Undifferentiated
and Neuronal EC Cells
We have used immunofluorescence to localize the
distribution of ezrin in both undifferentiated and neu-
ronal P19 cells, using the polyclonal anti-ezrin serum
904 and the monoclonal antibody 13H9. As described in
Materials and Methods. 904 binds to many if not all
forms of ezrin, while 13H9 binds only to some isoforms
of the molecule.
The immunofluorescence staining experiments re-
veal that the 13H9-positive isoforms of ezrin are local-
ized differently than the majority of cellular ezrin. In
undifferentiated cells (Fig. 2a,b), antiserum 904 gives
bright, diffuse cellular staining throughout the cyto-
plasm, as well as staining of tufts and filopodia at the
edges of cells. 13H9 stains tufts and filopodia quite
brightly, but stains the cytoplasm only faintly (Fig.
2c,d). Staining of neuronal cells with 904 (Fig. 2e,f)
gives intense staining of cell bodies, while the thin neu-
rites and growth cones stain only very faintly, visible
only when high concentrations of antiserum are used and
the photograph is overexposed (as in Fig. 2f). At higher
magnification, there is no apparent specific staining of
growth cone components (data not shown). The same
results are obtained when 904 is affinity purified by elu-
tion from polypeptides specified by the ezrin cDNA (data
not shown). Therefore, the difference between 13H9 and
904 staining is a consequence of the differential local-
ization of the 13H9-positive isoforms of ezrin, rather
than some other activity of the 904 serum. In contrast,
13H9. stains growth cones very brightly (Fig. 2g,h).
Viewed at higher magnification, the 13H9 staining
clearly aligns with the prominent phase dense striations
of the growth cone lamellipodia (Fig. 2i,j), a pattern very
similar to that described for 13H9 staining of hippocam-
pal neurons in culture (Goslin et al., 1989). In neuronal
P19 cells, the 13H9 staining is confined largely to the
growth cones; there is some diffuse cell body staining
(Fig. 2g,h), and even fainter staining of neurites not
visible in prints optimized to show growth cone staining.
The fractionation of the 13H9-positive isoforms of ezrin,
as a correlate of the immunofluorescence, is not avail-
able because the blotting signal is as yet unsatisfactory;
perhaps because so little of the antigen is present (un-
published results).
Asymmetric Localization of Ezrin in Growth Cones
of Dorsal Root Ganglia Neurons
Neuronal cells with different growth cone morphol-
ogies show strikingly different patterns of 13H9 local-
ization. In the neuronal cells derived from the P19 cul-
tures (Fig. 2e-j), and in the hippocampal neurons studied
previously (Goslin et al., 1989), the growth cones are
symmetrical fans with multiple filopodia. The 13H9 iso-
forms of ezrin in these cells are localized in striations
symmetrically arrayed across the breadth of the growth
cone and extending into filopodial projections. This pat-
tern suggests that 13H9-positive isoforms of ezrin are
localized along the longitudinally oriented bundles of
actin filaments observed in the distal portions and the
filopodia of many types of growth cones (Forscher and
Smith, 1988). The morphology of growth cones ex-
pressed by adult mouse dorsal root ganglia (DRG) neu-
rons is more complex. These neurons rapidly extend
large flattened growth cones that, during the first 12 hr in
culture, break up into smaller, irregularly shaped growth
cones. The growth cones bear a small number of filopo-
dia (typically less than ten), which emerge from points
all along the growth cone perimeter. In these growth
cones, the most intense staining of F-actin is separate
from that of 13H9. As shown in Figure 3b, these filopo-
dia, and the growth cone edges that lie between them, are
strongly and relatively uniformly stained with phalloidin,
to visualize F-actin. In contrast, 13H9 (Fig. 3a) binds
strongly to some growth cone edges and filopodia, but
only weakly to others. This result suggests that, at least
in DRG neurons, there are molecular specializations
within the growth cone represented by the 13H9-positive
isoforms of ezrin that are not apparent from morphology
or actin-staining alone. Similarly, staining of DRG
growth cones with the polyclonal anti-ezrin serum 904
gives diffuse and faint staining (data not shown).
Ezrin Localization in the Developing
Nervous System
The results above suggest that, in neuronal cells
growing in vitro, the 13H9-positive forms of ezrin are
greatly enriched in growth cones, distinct from the dis-
tribution of the bulk of ezrin forms. To determine
whether or not the antigens also are segregated in neu-
ronal tissue in vivo, we applied the 904 and 13H9 re-
agents to a developing system undergoing neuronal dif-
ferentiation and axonal extension: the rat spinal cord
from embryonic days I I to 15. The spinal cord has been
used to characterize a variety of neuronal antigens and
their expression during development (Dodd et al., 1988;
Rathjen et al., 1987; Yamamoto et al., 1986). Cells of
the spinal cord begin to differentiate at about days E10-
Ell in an anterior-to-posterior gradient in the rat
(Altman and Bayer, 1984). From ElO to E15, the dif-
2 3
__ _ _- .
904
13H9
904
9
13H9
t 
.-
. .
- IeL CI~r.J* j * p 1 1 I
Fig. 2. Immunofluorescence of EC cells with 13H9 and 904.
a-d: Uninduced EC cells were visualized by phase (a,c) or
immunofluorescence (b.d) microscopy, after staining with (b)
904 or (d) 13H9. e-j: RA-induced EC cells were visualized by
phase (e.g.i) or immunofluorescence (f.h.j) microscopy after
13H9
staining with 904 (f) or 13H9 (h.j). The 904 immunofluores-
cence (f) is overexposed to show faint staining in neurites and
growth cones. The cell shown in panels i and j is enlarged to
show the growth cone. Bars = 20 tm a.e): 10 Cpm i).
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Fig. 3. Double immunofluorescence of a DRG neuron growth cone. stained with (a) 13H9
and (b) phalloidin. The neurite leading to this growth cone is marked by the arrow. Bar = 10
Lpm.
ferent spinal cord neurons differentiate and send out ax-
ons Altman and Baver. 1984): motor neurons between
days EIO and E12: the intermediate gray neurons be-
tween days El I and El4: and finally. the substantia ge-
latinosa neurons between days E13 to E15. During the
same period of time. from El I to E14. the sensory neu-
rons of the dorsal root ganglia (DRG) are also differen-
tiating. This system is well suited for examining neurons
and their axonal growth cones in vivo.
Crvostat sections of El I. E 12. E 13. and E15 rats
were stained: the basic staining pattern was similar in all
stages examined. and the data from E12 and E15 rat
sections are presented here.
E12 Stage rat spinal cord. At E12. neuronal dif-
tferentiation has recently begun. and some neurons have
sent out axons. These differentiated neurons are predom-
inantly motor neurons in the ventral horn. However. the
majority of the cells in the spinal cord at this stage are
still undifferentiated. 13H9 stains most of the cells. and
there are no cell types or embryonic regions that are
conspicuously enriched in the 13H9 antigen data not
shown). However. the 13H9 staining is not uniform
throughout the section but shows a markedly cellular
distribution. The 13H9 and anti-tubulin staining patterns
are distinct. In particular. there is bright anti-tubulin
staining of axon tracts that is not seen with 13H9. The
anti-tubulin antibody also stains the notochord and the
region around it more brightly than does 13H9: the basis
of this bright notochord staining is not known. Antlse-
rum 904 stains most cells throughout the section. more
uniformly than does 13H9. especially at the level of in-
dividual cells. The most striking distinction is the strong
staining by 904 of the floor plate. a structure stained only
very weakly by 13H9.
E15 Stage rat spinal cord. At stage E15. many
neurons of different classes have differentiated and sent
out axons. and the region of undifferentiated cells has
shrunk to less than half the spinal cord. 1 3H9 stains most
cell types Fig. 4a),. similar to the pattern at E12. and
there are no cell types that are dramatically brighter with
13H9. However. cartilage is almost devoid of 13H9
staining, and the floor plate stains only weakly. A con-
trol IgM antibody does not show any staining (Fig. 4tf).
Again, the 13H9 staining pattern (Fig. 4a) can be com-
pared with the anti-tubulin pattern (Fig. 4b). There is a
significant difference between the 13H9 and anti-tubulin
staining of the axon tracts. which are demarcated by
anti-neurofilament antibody (Fig. 4e). The axon tracts
along the ventrolateral and dorsal margins of the spinal
cord stain brightly with anti-tubulin but only faintly with
13H9. In addition. the neuronal cells of the DRG stain
slightly more with anti-tubulin than do the cells sur-
rounding them, while with 13H9. the DRG staining is
equal to or less than that of the surrounding cells. We
also note the bright staining with anti-tubulin antibody ot
the vertebral cartilage. both that located ventral and lat-
eral to the DRG. and that surrounding the notochord.
By stage E15. differences between the total anti-
ezrin staining with 904 (Fig. 4c) and the 13H9 staining
pattern (Fig. 4a) have become more marked than at stage
E12. Again. the staining with 904 is more uniform across
the section and less cellular than the 13H9 staining or the
anti-tubulin staining. Several regions stain more brightly
with 904. First, the floor plate at day E15 stains very
strongly with 904; this floor plate staining is even more
pronounced than the staining at E12. Second. 904 also
stains strongly the neuroepithelial cell layer surrounding
the central canal of the developing spinal cord. Third.
904 staining is brighter than 13H9 staining in the DRG.
Fourth. there is some increased staining of axon tracts
along the periphery of the spinal cord. through not nearly
as bright as the anti-tubulin staining of these axon tracts.
Finally. there is bright staining of the notochord with the
'404 antiserum; its significance is not known.
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Fig. 4. Adjacent 14-pLm crvostat sections of E15 rat spinal
cord stained with (a) 13H9: (b) anti-tubulin: (c} anti-eznn se-
rum 904: (e) anti-neurofilament: (f) control IgM. Panel d is a
lark-field image of panel a. The regions labelled in panel d are
The weak staining of axon tracts with 13H9 can be
,een clearly on sections that cut through a ventral root.
Figure 5 shows 13H9 staining compared with anti-tu-
bulin on sections containing a ventral root. The anti-
tubulin antibody stains the axon bundles of the ventral
root very intensely, as well as the axons in the ventral
funiculus of the spinal cord (Fig. 5c). 13H9. however.
the roof plate (rp), ventral horn (VH), the axon tracts (AT). the
floor plate (fp), the dorsal root ganglia (DRG), the notochord
(NC), and forming cartilage (cl). Bar = 100 pLm.
stains the axon tracts very faintly, and indeed the ventral
root appears almost devoid of 13H9 staining (Fig. 5b).
The higher magnification of Figure 5 shows more clearly
the cellular staining with 13H9 and anti-tubulin. Neither
13H9 antigen nor tubulin fill the entire cytoplasm uni-
formly, although they do not appear to be localized to a
particular region of the cells.
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Fi. 5. Higher magnification image of a ventral root seen in two adjacent sections stained with
(b) 13H9 and (c) anti-tubulin. Panel a is a phase image of the section in panel B. The spinal
cord (sc) and the ventral root vr) are labelled in panel a. Bar = 100 ~Lm.
DISCUSSION
The experiments described above were based on
the observation that the growth cones of cultured hippo-
campal neurons bind an anti-eznn antibody with consid-
erable specificity. The present results generalize the orig-
inal observation bv showing that ezrin is present in the
growth cones of other cultured neurons. specifically
those of differentiated embrvonal carcinoma cells and
adult mouse dorsal root ganglia. In all three cases, the
antibody binds significantly more strongly to the growth
cone than to the neuritic shafts. However. the patterns
within the growth cones differ. In both hippocampal and
EC cell neurons, the 13H9-positive isoforms of ezrin are
primarily in parallel striations within the symmetrical
fan-shaped growth cones. In the more complex growth
cones of the DRG cells. those isoforms are largely at the
edges and filopodia. and the pattern is not symmetrical.
Instead, some domains of the growth cone appear to be
stained significantly more than others. This distribution
of ezrin isoforms may reflect the activity of the growth
cone. For example. the isoforms may be enriched in
domains of the growth cone that are motile. It should be
possible to resolve the relationship between function and
distribution of ezrin bv following-or even entraining-
live growth cones, and then fixing them for immunoflu-
orescence.
The application of two anti-ezrin reagents with dif-
ferent specificities makes clear that the localization of
eznn to growth cones is a property of only some iso-
forms-those recognized bv the monoclonal antibody,
13H9. In contrast. a polyclonal antiserum that is likely to
recognize all isoforms of ezrin (904) stains predomi-
nantly cell bodies. and stains neuritic shafts and growth
cones of neuronal EC cells only very faintly. The same
segregation may also occur in vivo. Sections through the
developing rat nervous system demonstrate that ezrin is
present in virtually all cells. but that regions that are rich
in axons are significantly depleted of 13H9 staining. This
difference in stainin intensity is consistent with relative
depletion of the 13H9-positive isoforms from neunrites
and their enrichment in growth cones, but a direct test
of that possibility will require analysis at the level ot
immunoelectron microscopy. Such experiments are
planned.
Our results on developing rat spinal cord can be
compared with those reported on chicken embryos
(Everett and Nichol. 1990) with both a monoclonal an-
tibody. 3D1 I. and an anti-ezrin polyclonal on develop-
ing chicken spinal cord. The results are similar to those
reported here for 904: staining at the cellular level
throughout the cytoplasm and some enrichment ot
staining in the DRG. However. 3D1 1 stains almost ex-
clusively the dorsal root ganglia in 7.5-day-old chick
embryos. This result differs from that reported here-
staining of most cell types-and is surprising given the
wide range of cell types in which ezrin has been found.
At least some of these differences may arise from the fact
that day 7.5 chick embryos represent a later developmen-
tal stage than the rat embryos used in the present study,
(Wentworth. 1984).
Zc+
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Finally, these experiments reveal two characteris-
tics of the association of ezrin with the cytoskeleton.
First. upon induction of neuronal differentiation in EC
cells, the level of ezrin increases and, more important.
the proportion of ezrin apparently associated with the
cytoskeleton also increases markedly. Second. the asso-
ciation with growth cones is particularly striking for a
subset of the ezrin isoforms-those that are 13H9-posi-
tive. As the molecular basis for 13H9 binding is eluci-
dated. it should be possible to determine if it is directly
related to the interaction with other structures of the
growth cone, such as the F-actin filaments.
The role of ezrin in organizing the cytoskeleton is
unlikely to be restricted to neuronal cells. The protein
itself is apparently ubiquitous. More to the point, the
isoforms that align with F-actin in the growth cone-the
isoforms that bind 13H9-are present in specialized do-
mains of other cells as well: the ruffling edge of fibro-
blasts and the marginal band of nucleated erythrocytes
(Birgbauer and Solomon. 1989: Birgbauer. 1991). These
localizations and other results suggest that ezrin may be
capable of multiple associations with the cytoskeleton
and perhaps with the plasma membrane as well. In ad-
dition, the homology between ezrin and band 4.1 in a
region of the latter suspected to mediate binding to gly-
cophorin (Gould et al.. 1989: Rees et al.. 1990) suggests
that this protein may also interact with integral mem-
brane proteins. These lines of evidence suggest that iso-
forms of ezrin may mediate functional connections be-
tween the cytoskeleton and the cell cortex at sites where
motility events occur.
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Appendix 2: Testing the Subset Hypothesis
Introduction
Eric Birgbauer showed in his dissertation that 13H9 appeared to
recognize only a subset of the ezrin isoforms recognized by 904 (see also
Chapter 3). In chicken red blood cells, 904 binds to two rows of isoforms
on two-dimensional gels, while 13H9 staining is only detected in the
upper row. We also showed that 13H9 stains only a subset of the 904-
positive regions in several cell types by immunofluorescence (Birgbauer,
Ph.D Thesis, Appendix 1, and Chapter 3). We made numerous attempts
to identify the molecular basis for the seeming restricted reactivity of
13H9. The two most likely and most easily testable hypotheses were:
1. Post-translational modification of the epitope sequence modifies the
binding affinity of 13H9. Since the epitope region contained two tyrosines
and ezrin was known to be phosphorylated on tyrosine in A431-cells upon
EGF-stimulation (Bretscher, 1989), phosphorylation was a good candidate
for providing the crucial modification.
2. Alternative splicing of mRNA leads to two different polypeptides, one
containing the epitope sequence giving rise to the slower mobility, 13H9-
positive species on gels, and one missing the epitope sequence giving rise
to the faster mobility, 13H9-negative species.
Eric Birgbauer reported in his dissertation that treatment of
nitrocellulose strips carrying one of three substrates (chicken red blood
cell cytoskeletons, purified intestinal ezrin, and the 13 aa epitope fusion
protein) with wheat germ acid phosphatase or prostate acid phosphatase
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reduced the 13H9 signal significantly. Inclusion of phosphatase
inhibitors in the incubation prevented the loss of signal. This result
raised the possibility that 13H9 recognized the phosphorylated version of
the 13 aa epitope only, but not the unphosphorylated version. We first
tested the hypothesis that phosphorylation of one or both of the tyrosine
residues present in the 13 amino acid 13H9 epitope determines 13H9
reactivity.
To address the second hypothesis, alternative splicing, I performed
several RNAse-protection experiments using a fragment of the human
ezrin cDNA with mRNA from HeLa cells.
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Materials and Methods
Materials
HeLa cells were a kind gift from Phillip Sharp (M.I.T.). The cells
had been grown continuously in roller bottles in 5% horse serum/MEM-.
Placental phophotyrosine phosphatase IB was kindly provided as a
glutathione-S-transferase fusion protein by Ray Erickson (Harvard). Cell
pellets of Sf9 cells overexpressing either avian pp60v-src or src 295 (a
kinase dead mutant) from a baculovirus and antibody EC10 against
avian pp60src were kindly provided by Helen Piwnica-Worms (Tufts
Medical School). Prostate acid phosphatase was purchased from Sigma
(P-3627, 10 U = 15.6 mg). Purified intestinal ezrin was kindly provided
by Paul Matsudaira (M.I.T.). The pGEM7 vector containing the SacI-
SacI fragment of human ezrin was constructed by Jon Dinsmore (Figure
A2-1B).
Treatment with phosphatase
10 ul purified intestinal ezrin (0.1 mg/ml) was mixed with 40 1
acid phosphatase reaction buffer (40 mM Pipes pH 6.0, 1 mM DTT)
containing 0.1% bovine serum albumin (BSA) and a cocktail of protease
inhibitors (0.2 mM PMSF, 5 gg/ml SBTI (soybean trypsin inhibitor), 10
gg/ml TAME, 1 pg/ml pepstatin, 1 g/ml leupeptin, 0.03 TIU/ml
aprotinin). Then 0.25 units of wheat germ acid phosphatase or 2 units of
prostate acid phosphatase were added. The reaction was stopped after 30,
60, or 120 minutes at room temperature by the addition of boiling 3x
sample buffer. As controls, one reaction was stopped at 0 time, one
reaction contained no phosphatase, and one reaction was incubated for
211
120 minutes in the presence of phosphatase and phosphatase inhibitors (1
mM sodium vanadate, 50 mM sodium fluoride, 13.4 mg/ml sodium
pyrophoshate, 10 mM o-phosphotyrosine). Phosphatase was added after
addition of sample buffer to the reaction containing no phosphatase to
insure even running of lanes. Samples were separated by SDS-PAGE
(7.5%) and transferred to nitrocellulose for Western blots using 13H9.
For the tyrosine phosphatase experiments, the reaction was as
described above, except that the phosphatase reaction buffer contained 50
mM Tris-HC1 pH 7.5, 5 mM EDTA, 1 mM DTT and only 1 mM sodium
vanadate was used as phosphatase inhibitor, following a protocol provided
by R. Erickson. In addition to purified intestinal ezrin, two human ezrin
fusion proteins were used as substrates: the Bam-Bam fragment (Figure
A2-1A) and the 13 aa epitope fragment, both as TrpE fusion proteins.
Treatment with src-kinase
I followed the protocol provided by H. Piwnica-Worms for the in
vitro kinase reaction with v-src immunoprecipitated from frozen cell
pellets. Frozen cell pellets of Sf9 cells which had been infected with
baculovirus encoding either avian pp60v-src or mutant v-src (295) (which
has no kinase activity due to a mutation in the ATP binding site) were
resuspended in 400 01 of buffer A (10 mM sodium phosphate pH 7.2, 150
mM NaCl, 1% NP-40, 0.1% deoxycholate, 0.1% SDS, 2 mM EDTA
supplemented with 2 mM PMSF, 0.15 U/ml Aprotinin (Sigma), 20 mM
leupeptin and 1 mM orthovanadate) and rocked at 40C for 15 minutes.
After a 15 minute spin in the microfuge, the supernatant was transferred
to a fresh tube and 10 p1 of monoclonal antibody EC10 against chicken src
added. The mixture was incubated for two hours at 40C with gentle
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rocking. In the meantime, 0.15 g protein A-sepharose beads Cl-4B
(Sigma) were hydrated in one milliliter water and then incubated for one
hour at 40C in coating buffer (50 mM Tris pH 8.0, 10% BSA, 0.02%
sodium azide). The beads were then washed three times in water and
resuspended in an equal volume of water. 40 p1 of the bead slurry was
added to the antibody mixture and incubated for one hour at 4oC with
rocking. The beads were washed twice in Buffer B (0.5 M lithium
chloride, 20 mM Tris pH 8.0) and once in kinase buffer (50 mM Tris-HC1
pH 7.4, 10 mM MnC12 ) by spinning them a few seconds on setting 3 of the
microfuge each time. For the kinase reaction, the beads were incubated
for 20 minutes at 300C with 10 jL of purified intestinal ezrin, 13 aa
epitope fusion protein or TrpE alone, 40 p1 1.25x kinase buffer with
protease inhibitors and 2 1 32 P-yATP (New England Nuclear NEG 002A).
The reaction was stopped by addition of 15 p1 5x sample buffer. The
samples were separated on 7.5% SDS-PAGE, transferred to nitrocellulose
and probed with 13H9 and alkaline phosphatase-coupled goat-anti-mouse
second antibody. The incorporation of 32p was visualized by
autoradiography.
Preparation of RNA from HeLa cells
7.5x107 HeLa cells grown in suspension were washed twice in PBS
and then resuspended in 5 ml lysis buffer (10% SDS in ACE-buffer (10
mM sodium acetate pH 5.1, 50 mM NaCl, 3 mM disodium EDTA) with
200 mM VRC (vanadyl ribonucleoside complexes; an RNAse inhibitor)). 5
ml ACE saturated phenol was added and incubated at 550C with vigorous
shaking. After centrifugation at 3000 rpm at 4oC for ten minutes, the
upper phase was transferred to a clean tube. After addition of 5 ml
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chloroform: isoamylalcohol (96:4 v/v), the mixture was shaken vigorously
for two minutes and centrifuged at 3000 rpm at 40C for two minutes. The
upper aqueous phase was transferred to a clean tube and extracted
repeatedly in phenol/chloroform until no protein interface was visible
(four times). The final aqueous phase was adjusted with 1/10 volume
sodium acetate pH 6.0 and 3 volumes ethanol at -20oC in an autoclaved
Corex tube. RNA was precipitated overnight at -20oC. After
centrifugation at 10,000 rpm at 40C for five minutes, the pellet was
washed once in 70% ethanol and airdried. The RNA was resuspended in
sterile water and stored frozen at -70oC.
32 P-UTP riboprobe synthesis
The template for the synthesis was a pGEM7-plasmid carrying the
5' SacI-SacI fragment of human ezrin between a T7 (for sense
transcription) and SP6 (for antisense transcription) promoter (Figure A2-
1B). The plasmid had been linearized at the 5' end by cutting with
HindIII in the polylinker (the cut plasmid was made available by Jon
Dinsmore). The transcription reaction was assembled from a Promega kit
according to the instructions of the manufacturer using SP6 polymerase.
1 01 of linearized plasmid, 2 p1 of 100 mM DTT, 1 p1 of each ATP, CTP,
and GTP (10 mM), 1 p1 water, 4 p1 5x transcription buffer, 0.8 p1 RNAsin
(25 units/l), 8 p1 32p UTP (400 Ci/mM), and 0.5 p1 SP6 polymerase (10
units) were mixed and incubated for 1 hour at room temperature. Then
the template was digested for 15 minutes with RQ1-DNAse at 370C. After
addition of water, the reaction was extracted in phenol/chloroform and
precipitated in ammonium acetate and ethanol at -20oC overnight.
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Gel-purification of the riboprobe
After one wash in 70% ethanol, the probe was resuspended in 50 p1
formamide loading buffer and run on a 5% acrylamide/7 M urea gel in
TBE buffer. The gel was covered with Saran wrap and exposed for one
minute to autoradiography film. After development of the film, the gel
piece that corresponded to the band on the film was cut out and the probe
eluted from the gel for 3 hours at 370C in 0.3 M sodium acetate, 2 mM
EDTA, 10 pg/ml tRNA and 0.5% SDS. After a short spin, the supernatant
was precipitated in -20oC ethanol for one hour, washed in 70% ethanol
and resuspended in 25 ml water.
RNAse protection experiment
30 or 10 pg of total HeLa RNA, 10 pg of total yeast RNA (kindly
provided by Brant Weinstein) or 0.1 pg of linearized ezrin template
plasmid were incubated with 1 1 gel-purified riboprobe and precipitated
in sodium acetate and ethanol at -200C for one hour. After one wash in
70% ethanol, the pellet was resuspended in 24 p1 formamide, 3 p1 water
and 3 p1 10x hybridization buffer (4 M NaCl, 400 mM Pipes pH 6.9, 10
mM EDTA), heated to 850C for five minutes and incubated overnight at
450C. 450 p0 RNAse digestion buffer (300 mM NaCl, 10 mM Tris-HC1 pH
7.5, 5 mM EDTA, 10 pg/ml DNAse-free RNAse A, 1000 U RNAse T1) was
added for 30 minutes at 370°C. After addition of 12.5 p1 20% SDS and 2.5
pL 25 mg/ml proteinase K for 15 minutes at 370C, the mixture was
extracted once in phenol/chloroform and the aqueous phase precipitated
in -200C ethanol after addition of 12 pg tRNA. After one wash in 70%
ethanol, the pellet was resuspended in formamide loading buffer and run
on a 5% acrylamide/7 M urea gel next to size markers and the probe
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alone. The gel was wetted with 7% acetic acid and dried for
autoradiography.
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Fig.A2-1. Simplified restriction map of human ezrin.
A. Simplified restriction map of human ezrin showing the SacI and
BamHI restriction sites used to make TrpE fusion proteins. The base pair
number is given underneath starting with the start codon.
B. Map of the pGEM7 vector containing the 3' SacI-SacI fragment of
human ezrin. The plasmid was linearized at the HindIII site of the
polylinker. Transcription for the riboprobe was from the SP6 promoter.
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Results
Treatment with two different phosphatases does not change the
13H9 signal
Eric Birgbauer had obtained some evidence suggesting that 13H9
might recognize a phosphorylated version of the epitope sequence. I
modified the procedure using phosphatase treatment of proteins in
solution (rather than on strips) followed by separation on SDS-PAGE and
transfer to nitrocellulose for Western blots. This protocol would allow me
to separate the proteins after phosphatase treatment on two-dimensional
gels to determine which isoforms disappeared.
Figure A2-2 shows the results from a typical experiment, in which I
treated purified intestinal ezrin with prostate acid phosphatase in the
presence or absence of phosphatase inhibitors for various lengths of time.
The blot was probed with 13H9. There was no change in 13H9 signal
intensity between experimental and control lanes. This same substrate
treated with the same phosphatase had given signal reduction on strips in
experiments of Eric Birgbauer. Simultaneously with these experiments,
Margaret Magendantz was unable to repeat Birgbauer's result on strips.
Because we were unsure whether these commercially available
phosphatases catalyzed dephosphorylation of phosphotyrosine residues,
we obtained a tyrosine phosphatase IB fusion protein from R. Erickson
that had documented activity using phosphotyrosine as a substrate in
vitro. Figure A2-3 shows the result from an experiment using tyrosine
phosphatase IB with purified intestinal ezrin, the Bam-Bam ezrin fusion
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Fig.A2-2. Treatment of ezrin with prostate acid phosphatase does not
change the 13H9 signal.
Purified intestinal ezrin was treated with prostate acid phosphatase in
the absence (lanes 1-4) or presence (lanes 5-8) of phosphatase inhibitors.
Treatment was for 0 (lanes 1,5), 0.5 (lanes 2,6), 1 (lanes 3,7), and 2 hours
(lanes 4,8). The reactions were separated on SDS-PAGE and probed with
13H9.
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Fig.A2-3. Treatment with tyrosine phosphatase IB does not change the
13H9 signal.
Purified intestinal ezrin (lanes 1-4), Bam-TrpE fusion protein bacterial
extract (lanes 5-10), and epitope-TrpE fusion protein bacterial extract
(lanes 11-16) were treated with tyrosine phosphatase IB (lanes 1-8, 11-14)
or buffer (lanes 8,9,15,16) in the presence (lanes 3,4,7,8,13,14) or absence
of phosphatase inhibitors (lanes 1,2,5,6,9-12,15,16) for either 0 (odd-
numbered lanes) or 1 hour (even-numbered lanes). The reactions were
separated on SDS-PAGE and probed with 13H9.
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protein and the epitope ezrin fusion protein with or without phosphatase
inhibitors after 0 or 60 minutes of incubation. No change in 13H9
reactivity could be found. These negative results might arise from several
factors. Most importantly, we are unable to demonstrate that the
phosphatases used removed a phosphate group at the crucial site.
Src-kinase phosphorylates ezrin and the epitope fusion protein
without leading to a change in 13H9 reactivity.
We decided to modify the phosphorylation status of the epitope in
the opposite direction (phosphorylating rather than dephosphorylating)
by using v-src kinase which phosphorylates fairly indiscriminately in
vitro. If 13H9 binds with high affinity only to the phosphorylated epitope
sequence, we expect to see an increase in 13H9 signal after kinase
treatment. Figure A2-4 shows the autoradiograph of the 32 P-signal (A)
and the corresponding Color Western with 13H9 (B). The three
substrates used were purified intestinal ezrin (lanes 1-3), 13 aa epitope
fusion protein (lanes 4-6) and TrpE alone (lanes 7-9). The substrates
were treated with either v-src (lanes 1,3,6), the kinase dead mutant 295
(lanes 2,5,7) or no beads (lanes 3,6,9). The autoradiograph shows that v-
src phosphorylates itself (arrow) as well as purified ezrin (ane 1) and the
epitope fusion protein (lane 4), but TrpE only very weakly (lane 7). The
src-autophosphorylation is much stronger in lane 1, while roughly
comparable in lanes 4 and 7. This is probably due to the fact that the
fusion proteins were used as whole bacterial extracts that contained large
amounts of bacterial proteins. The Western blot (B) shows that there is
no difference in 13H9 reactivity between active and non-active kinase.
This result carries some weight because the phosphorylation of the
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Fig.A2-4. Phosphorylation of the epitope fusion protein with v-src does
not change the 13H9 signal.
Purified intestinal ezrin (lanes 1-3), epitope-TrpE fusion protein bacterial
extract (lanes 4-6), and TrpE bacterial extracts (lanes 7-9) were incubated
with immunoprecipitated v-src anes 1,4,7), kinase mutant 295 (lanes
2,5,8) or buffer (lanes 3,6,9) in the presence of 32p-yATP. The reactions
were separated on SDS-PAGE. The 32p-yATP signal was visualized by
autoradiography (A). The arrow indicates the position of
autophosphorylated v-src. The blot was probed with 13H9 (B) and
developed with an alkaline-phosphatase based color reaction.
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epitope fusion protein must reside in large part in the 13 aa residues
supplied by the ezrin sequence rather than on TrpE itself because TrpE
alone is not phosphorylated to a significant extent. Therefore, at least one
of the tyrosines contained in the epitope region can be phosphorylated by
src without concomitant change in 13H9 reactivity.
Only the full length protected band is reproducibly present in
RNAse protection experiments on HeLa RNA
I decided to look at the possibility of alternative splices in the
region of the epitope by RNAse protection experiments. Since only the
human ezrin cDNA was available at that time, I used HeLa cells as the
source of RNA.
Figure A2-5 shows two protection experiments, one using yeast
RNA as a negative control (A) and the other using the template plasmid
(Figure A2-1B) as a positive control (B) run next to the probe alone and
DNA size markers. In (A), the probe (which was not gel-purified) contains
a major band of 845 plus numerous shorter faint products which might be
due to early termination during the probe synthesis, breakage of the full
length fragment due to radiation damage (radiolysis), or secondary
structure of the probe. In HeLa RNA, there is a major protected fragment
of 829 bp which corresponds to the full length protected ezrin sequence.
This band is smaller than the probe alone because the probe contains
vector sequences (Figure A2-1A). Numerous shorter, faint bands are also
visible. No protected fragment is visible in yeast RNA. In (B), the probe
(which was gel-purified) contains a major band of 845 plus numerous
shorter faint products. There is a major protected band of 829 bp in the
HeLa RNA with additional faint shorter bands.
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Fig.A2-5 RNAse protection assay of HeLa RNA using an ezrin riboprobe.
A. A riboprobe containing 829 bp of antisense ezrin sequence of the 3'
SacI-SacI fragment plus 16 bp of vector sequence (lane "Probe") was used
to protect total HeLa RNA (lane "HeLa RNA") or total yeast RNA (lane
"yeast RNA").
B. A riboprobe containing 829 bp of antisense ezrin sequence of the 3'
SacI-SacI fragment plus 16 bp of vector sequence after gel purification
(lane "Probe") was used to protect total HeLa RNA C("HeLa RNA") or the
pGEM7 plasmid containing the 3' SacI-SacI fragment of human ezrin
("Ezrin Plasmid").
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Protection of the template DNA should give rise to only a single band of
845 bp. Many smaller bands, though, are detected. Comparison of the
minor bands arising from protection of HeLa RNA and template DNA
shows that they are found in a very similar pattern, offset in size by the
size of the vector sequences which are contained in protected fragments
from template DNA, but not in protected fragments from HeLa RNA.
This result strongly suggests that none of the minor bands in HeLa
RNA arose from the protection of alternatively spliced transcripts. We
cannot exclude the possibility, though, that there exists a
stoichiometrically very minor alternatively spliced transcript in the
protected region. Even if that would be the case, we would still need to
ascertain that the splice affected the region of the epitope.
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Discussion
We have accumulated a large body of negative evidence that
phosphorylation of the 13H9 epitope does not affect binding of the
antibody:
1. Phosphatase treatment of material on strips leaves the 13H9 signal
unchanged (Margaret Magendantz, unpublished observation).
2. Phosphatase treatment of material in solution leaves the 13H9 signal
unchanged.
3. The epitope fusion protein (but not TrpE alone) can be tyrosine
phosphorylated by pp60V' src without affecting 13H9 reactivity.
4. In vivo labeling of CRBCs with 32p shows no incorporation into the
ezrin family spots on two-dimensional gels (Eric Birgbauer, unpublished
observations).
5. In vivo labeling of E. coli encoding 13H9-positive fusion protein with
32p shows no incorporation into the fusion proteins (Margaret
Magendantz, unpublished observation).
We conclude that there is no evidence at this point in support of the
hypothesis that phosphorylation of the 13H9 epitope determines 13H9
reactivity. Also, there is no evidence that there exist alternatively spliced
forms of ezrin in HeLa cells.
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Appendix 3: Nocodazole-Sensitivity of the 13H9-
Antigen in HeLa Cells
Introduction
13H9 was raised against a protein fraction from chick brain that
cycled with microtubules in vitro. Inside cells, the 13H9
immunofluorescence staining more closely resembles the distribution of F-
actin rather than that of microtubules (Goslin et al., 1989; Birgbauer,
Ph.D. Thesis). Our lab has investigated the possible interactions of the
13H9 antigen with microtubules extensively. 13H9 stains growth cones of
hippocampal neurons brightly. This staining is disrupted by treatment
with nocodazole which leads to microtubule depolymerization (Goslin et
al., 1989). In nocodazole, the 13H9 staining is found progressively in
more proximal regions of the neurite rather than at the neurite tip and
eventually is found in the cell body. This apparent delocalization of the
13H9 antigen from the growth cone follows the depolymerizing
microtubule ends, but always stays distal to them. Upon removal of
nocodazole, 13H9 staining reappears in growth cones, but never until
after microtubules have repolymerized to that position. These
experiments suggested that the localization of 13H9 to the growth cones of
hippocampal neurons is dependent on intact microtubules.
In other cell types, 13H9 localization is not dependent on intact
microtubules. In CRBCs, 13H9 stains the position of the marginal band
even after microtubules are depolymerized by cold treatment (Birgbauer
and Solomon, 1989). In chicken embryo fibroblasts, 13H9 stains leading
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edges (Birgbauer, Ph.D. Thesis). This staining also is not disrupted by
nocodazole (Margaret Magendantz, unpublished observation).
We now know that the 13H9 epitope is present in at least four
different proteins (ezrin, radixin, moesin, merlin/schwannomin). The
growth cone component might, therefore, be a different protein than the
marginal band component. (In Chapter 4, we showed that the marginal
band contains both radixin and ezrin.) Additionally, the same protein
might be found in different interactions in different cell types and have,
therefore, different solubility characteristics. In vitro, ezrin fusion
proteins pellet with taxol-stabilized microtubules (Marcia Falconer,
unpublished observations). This interaction can be competed away with
purified intestinal ezrin. We do not know whether fusion proteins of
moesin or radixin can also bind microtubules in vitro.
To test whether there was a second example in which the 13H9
antigen was nocodazole-sensitive, I performed several experiments in
HeLa cells.
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Materials and Methods
Cells
HeLa cells were a kind gift from Phillip Sharp. The cells had been
grown continuously in roller bottles in 5% horse serum/MEM-. To grow
HeLa cells attached, the cells were plated in the same medium on tissue
culture plastic and split regularly by trypsinization. HeLa cells are
epithelial in origin and do not migrate. Rather they grow in clusters.
Drug treatment and immunofluorescence
For immunofluorescence experiments, cells after trypsinization
were plated on sterile glass coverslips and grown overnight. They were
then treated with either 10 gg/ml nocodazole or DMSO for 15 minutes at
370C. For recovery from nocodazole, the drug-containing medium was
exchanged with normal medium after one rinse and cells left to recover for
one hour before fixation. Cells were fixed for 30 minutes in 4%
paraformaldehyde/ PBS, rinsed in PBS and then permeabilized in 0.1%
NP-40/PBS for 15 minutes. Staining was performed as described in
previous chapters.
Fractionated cell extracts for Western blots
For cell fractionation into soluble and insoluble pools, cells were
extracted by the same method as applied to chicken red blood cells (see
Chapters 2 to 4). Cells in suspension were pelleted and extracted twice in
0.1% NP-40/PM2G with a cocktail of protease inhibitors for 5 minutes
each time. The final pellet was dissolved in 8 M urea with protease
inhibitors. Attached cells were extracted on the tissue culture dishes
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twice in 0.1% NP-40/PM2G with a cocktail of protease inhibitors for 5
minutes each time. Finally they were scraped into 8 M urea containing
protease inhibitors with a rubber policeman. Before electrophoresis, the
sample was diluted in 3x sample buffer.
Results
The fractionation of the 904 and 13H9 antigens change when
HeLa cells in suspension are allowed to grow attached.
To test whether HeLa cells expressed the 904 and 13H9 antigens, I
performed Western blots on fractionated protein samples of HeLa cells.
Figure A3-1 shows a Western blot with 904 on soluble and insoluble
fractions from HeLa cells grown either in suspension or attached. 904
recognized a closely spaced doublet in all fractions, except the insoluble
fraction of cells grown in suspension where no signal was detected.
Therefore, it appears that upon attached growth of HeLa cells, the 904
antigen is largely associated with the cytoskeleton while in cells grown in
suspension no detectable 904 signal is present in the insoluble fraction.
This observation parallels two previous observations in this lab of
changes in solubility of the 904 antigen and radixin: in P19 cells, the 904
antigen becomes more insoluble upon retinoic acid-induced differentiation
towards a neuronal fate (Birgbauer et al., 1991; see Appendix 1). In
chicken red blood cells, radian is almost entirely soluble in early
embryonic red blood cells and becomes increasingly associated with the
cytoskeleton later in development (see Chapter 4).
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Figure A3-1. Fractionation of the 904 antigen in HeLa cells.
HeLa cells grown either in suspension (lanes 1-2) or attached (lanes 3-4)
were fractionated into soluble (lanes 1,3) and insoluble (lanes 2,4)
fractions and probed with 904. Equal proportions of each fraction were
loaded in each lane.
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Blotting with 13H9 proved more difficult and often resulted in no
bands whatsoever or numerous background bands without a clear signal.
Figure A3-2 shows a Western blot with 13H9 where a set of bands in the
correct region (in comparison to a Color Western with 904 of the same
blot) was discernible. Cleaner Western blots would be needed to assess
the fractionation of the 13H9 antigen.
The 13H9 antigen co-localizes with a subset of F-actin structures
in HeLa cells
Figure A3-3 shows a double immunofluorescence experiment using
13H9 and rhodamine-coupled phalloidin to visualize F-actin. The
micrographs are of a cluster of eight cells (see Nomarski image). 13H9
stains several different structures in the cells: a fine meshwork
throughout the cytoplasm but not the nucleus; very bright regions around
the cell edge, but not in cells inside the cell cluster; and "flower"
structures consisting of numerous filopodia-like fingers often arrayed in
half-circles which are frequently found at cell-cell borders inside cell
clusters. The stained edge regions often coincide with ruffled domains of
the flattened cell edges. Phalloidin images reminiscent of the "flower"
structures have been seen in other transformed cell lines.
The phalloidin staining is in many respects very similar to the
13H9 staining. F-actin is also found in edge regions, in "flower"
structures and in a fine meshwork throughout the cytoplasm.
Additionally, it is found in stress fibers which are not stained with 13H9.
The phalloidin picture is taken in a slightly different focal plane from the
picture of 13H9 to visualize the stress fibers. The "flower" structures are,
therefore, slightly out of focus but still clearly visible.
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Figure A3-2. Fractionation of the 13H9 antigen in HeLa cells.
HeLa cells grown either in suspension (lanes 1-2) or attached (lanes 3-4)
were fractionated into soluble (lanes 1,3) and insoluble (lanes 2,4)
fractions and probed with 13H9. Equal proportions of each fraction were
loaded in each lane.
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Figure A3-3. 13H9 immunofluorescence of HeLa cells.
HeLa cells grown for 24 hours on coverslips were fixed and double stained
with 13H9 (A) and phalloidin (B). The Nomarski image is shown in (C).
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In agreement with numerous other observations from this lab, I find that
the 13H9 antigen is found in a subset of F-actin structures in HeLa cells.
Nocodazole treatment disrupts the edge region staining of 13H9,
but not the "flower" structure staining.
In two experiments, I treated the cells with nocodazole for five to 20
minutes before fixation. Figure A3-4 shows staining with 13H9 of HeLa
cells treated with DMSO as a control (A), with nocodazole for 15 minutes
(B), or with nocodazole for 15 minutes and then recovered without
nocodazole for one hour (C). Nocodazole treatment leads to diminution of
the edge region staining while leaving the "flower" staining unchanged.
After removal of nocodazole, the regions around the edge are prominently
stained again. This result raises the possibility that some 13H9-
containing structures are microtubule-dependent. I also stained the cells
with anti-tubulin antibodies to assess the extent of microtubule
depolymerization or repolymerization. Because of the roundness of the
cells, I was unable to obtain satisfactory microtubule images.
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Figure A3-4. Nocodazole sensitivity of some 13H9 structures.
HeLa cells were treated with either DMSO (A), 10 pg/ml nocodazole (B),
or 10 ig/ml nocodazole and then medium without nocodazole (C). The
cells were stained with 13H9.
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Discussion
We are interested in determining the protein(s) or circumstances
under which the 13H9 antigen might interact with microtubules. We
have four pieces of evidence that there might be some interaction with
microtubules:
1. The 13H9 antigen from brain cycles with microtubules through two
cycles of temperature-dependent polymerization-depolymerization. It
does not, however, cycle to constant specific activity (Margaret
Magendantz, unpublished observation).
2. Bacterial TrpE-ezrin fusion proteins bind taxol-stabilized microtubules
in a competable fashion (Marcia Falconer, unpublished observations).
3. The localization of the 13H9-antigen to growth cones is dependent on
intact microtubules (Goslin et al., 1989).
4. The localization of 13H9 to edge regions in HeLa cells is disrupted by
nocodazole.
Since 13H9 recognizes at least four related proteins (ezrin, radixin,
moesin, and merlin/schwannomin), it is possible that HeLa cells express
several of these proteins and that a different protein is found in "flowers"
vs. edge regions etc. This raises the possibility that only one of the ERM-
proteins or merlin shows some interaction with microtubules in cells,
while others do not. These other proteins might be insensitive to
disruption by nocodazole (for instance in marginal bands and leading
edges). In two cell types, more than one of the ERM proteins is found in
the same subcellular structure: In chicken red blood cells (Chapter 4),
radixin and ezrin localize to the marginal band. In A431 cells, both
moesin and ezrin localize to microvilli (Franck et al., 1993). Alternatively,
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as pointed out above, the same protein might be found in different multi-
protein complexes in different cell types. I also want to point out that
there could exist proteins that interact with microtubules but are not
solubilized when microtubules are depolymerized (Swan and Solomon,
1984).
The ERM-proteins do not fit the standard definition of a
microtubule-associated protein, nor do they fit the standard definition of
an actin-binding protein. They might be involved in multiple low-affinity
interactions with additional regulation by posttranslational modification.
With our new anti-peptide antibodies which are specific for ezrin, radixin,
or moesin, it could be fruitful to attempt again to dissect the ERM-
proteins in HeLa cells.
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Appendix 4: Identifying Near Neighbors of the 904-
Antigen in the Marginal Band by Crosslinking
Introduction
Judy Swan was able to show that extracted red blood cell
cytoskeletons after cold depolymerization of microtubules supported the
faithful regrowth of marginal bands from exogenously added calf brain
tubulin (Swan and Solomon, 1984). Her experiments suggested that there
exists an insoluble cytoskeletal component that interacts with
microtubules. In an attempt to identify candidate proteins, Eric
Birgbauer raised monoclonal antibodies to chick brain MAPs and
identified one, 13H9, whose antigen is a component of the marginal band.
By fractionation, the 13H9 antigen is in the insoluble residue of chicken
red blood cells (Birgbauer and Solomon, 1989). It was of great interest to
identify the binding partners of the 13H9 antigen in the chicken red blood
cell and other cell types. This also addresses the question of whether the
13H9 antigen might interact with microtubules directly. Another good
candidate for binding to the 13H9 antigen is F-actin because of its
localization to the marginal band and the suspected actin-association of
the ERM proteins.
I attempted to identify nearest neighbors of the 13H9 antigen by
using bifunctional chemical crosslinkers. Crosslinking reagents have
been used successfully in several other systems to identify binding
partners (Peters and Richards, 1977; Ji, 1979; Gaffney, 1985). There are
several major caveats to using crosslinkers, and the in vivo relevance of
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identified candidates needs to be tested by independent means. The
caveats include crosslinking after random collisions, danger of postlysis
artefacts due to nonspecific adsorption during the experiment, or disulfide
exchange. Additionally, successful crosslinking depends on the right
arrangement of interactive groups in the interacting complex. For this
reason, many different kinds of chemical crosslinkers are commercially
available, which differ by functional group, hydrophobicity, linker lengths
etc.
The chicken red blood cell is a good candidate system for
attempting to identify neighbors by crosslinking because 1. the cell is very
simple and contains the marginal band as the only microtubule and the
major F-actin containing structure; 2. the crosslinking can be performed
after detergent extraction so that the vast majority of the cell's soluble
components are washed away. Both of these factors should greatly
simplify and enrich for the relevant complexes.
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Materials and Methods
Chemical crosslinkers
I used two homobifunctional crosslinkers which can be cleaved by
reduction of disulfide bonds. The reactive groups are n-
hydroxysuccinimide esters which react with free amino groups. The
linker is 12 A in length. Dithiobis(succinimidylpropionate) (DSP) is
hydrophobic, while 3,3'-dithiobis(sulfosuccinimidylpropionate) (DTSSP) is
a hydrophilic homolog of DSP. The crosslinkers were purchased from
Pierce Chemical Co.
Preparation of cytoskeletons and crosslinking
The blood from one adult chicken was washed twice in 0.025 M
glucose in PBS. The final cell pellet was extracted twice in 0.1% NP-
40/PM2G containing 5 tg/ml taxol and a cocktail of protease inhibitors for
five minutes at 370C. After centrifugation, the pellet was resuspended in
PM2G pH 7.8 and various concentrations of crosslinker were added for 10
to 20 minutes. The reaction was stopped by the addition of lysine to
quench unreacted reactive groups. Subsequently, the sample was
adjusted to 10 mM MgCl2 and DNAseI was added to digest chromatin for
30 minutes at 370C. The cytoskeletons were pelleted and resuspended in
PM2G containing 1 mM Ellman's reagent (5',5'-dithiobis(2-benzoic acid))
to quench free sulffiydryl groups. The sample was then solubilized in 2%
SDS, spun in a microfuge and the supernatant frozen until analysis by
SDS-PAGE. In controls, only the solvent for the crosslinker (DMSO for
DSP or water for DTSSP) was added to the reaction.
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Analysis of crosslinked products
The crosslinked products were dissolved in sample buffer with or
without reducing agent. In the presence of reducing agent, the disulfide
bond of the crosslinker is broken and crosslinked proteins separate from
one another. The samples were separated on 7.5% SDS-PAGE and either
stained with Coomassie Brilliant Blue, silver stain, or transferred to
nitrocellulose for Western blotting. Antibody 904 was used for most
experiments because the background using 13H9 is too high to detect
possible minor crosslinked products. In one experiment, antibodies to
tubulin and actin were used to assess whether complexes of similar
electrophoretic mobility to those obtained with 904 were present.
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Results
The 904 antigen can be crosslinked consistently into several
higher molecular weight species.
Figure A4-1 shows a Western blot using antibody 904 on several
samples from separate experiments using various concentrations of DSP,
DTSSP or controls (as indicated) run under non-reducing conditions.
Monomeric 904 antigen runs as a prominent doublet of around 75kd. An
additional band of 87kd is present in all samples (with or without
crosslinker). This band disappears when the sample is run under
reducing conditions. Several slower mobility bands are visible in the
samples containing DSP or DTSSP. In my best experiments, up to 50% of
the 904 signal was contained in higher molecular weight complexes. By
determining the relative mobility of these bands in relation to molecular
weight standards, I find that bands of relative molecular weight 240-
290kd (multiple bands), 120kd, and 100kd are consistently present in my
crosslinked, but not my not crosslinked samples. All of these bands are
only present under non-reducing conditions, and therefore, candidates for
complexes of the 904 antigen and its neighbors. The rough estimate for
the sizes of the crosslinked neighbors is 170-220kd, 50kd, and 30kd.
These are exceedingly rough figures because proteins can run highly
anomolously in SDS-PAGE. For ezrin it is known that it runs between 75
and 80kd although the predicted molecular weight from the cDNA
sequence is only 68kd (Gould et al., 1989).
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Fig.A4-1. Crosslinking of chicken red blood cell cytoskeletons.
904 immunoblot on chicken red blood cell cytoskeletons treated with
either buffer (lanes 1,6,8), the crosslinker DTSSP (lanes 2-3,5,7) or the
crosslinker DSP (lane 4). The gel was run under non-reducing conditions.
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Are actin or tubulin contained in the 904-positive crosslinked
complexes?
To address whether actin or tubulin are contained in a crosslinked
complex with the 904 antigen, I performed Western blots using anti-
tubulin antibody 429 or anti-actin antibody 751 (generously provided by
P. Matsudaira) on adjacent strips of crosslinked or control samples.
Figure A4-2 shows strips run non-reduced probed with 429, 751 or 904.
904 recognizes several high molecular weight bands which are not present
in the controls. 751 also detects several slower mobility bands, but none
comigrate with 904-positive crosslinked products. These might represent
oligomers of actin. 429 recognizes many higher molecular weight
complexes. This is not surprising since microtubules are tubulin polymers
and the crosslinking of tubulin multimers of various lengths is expected.
There is a smear of crosslinked tubulin in the vicinity of crosslinked 904-
antigen, which makes it at least possible that tubulin and the 904-antigen
are contained in the same complex.
To test this possibility more directly, I attempted several immuno-
precipitations using antibody 904 or anti-tubulin antibody 429 on
crosslinked material. I analyzed the precipitates by either silver staining
or autoradiography after iodination of my samples. I was never able to
precipitate more than 50% of the 904-positive material. In no case did I
detect additional co-precipitating proteins in the crosslinked samples that
were not present in the control samples.
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Fig.A4-2. Comparison of actin- and tubulin-containing complexes to the
904-antigen complexes.
Chicken red blood cell cytoskeletal fractions were treated with buffer
(lanes 2,4,6) or mM DTSSP crosslinker (lanes 1,3,5) and separated on
7.5% SDS-PAGE under non-reducing conditions. The strips were probed
with antibody 904 (lanes 1-2), anti-tubulin antibody 429 (lanes 3-4), and
anti-actin antibody 751 (lanes 5-6).
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Discussion
In an attempt to identify binding partners of the 904 antigen, I
reacted chicken red blood cell cytoskeletons with chemical bifunctional
crosslinkers. Several high molecular weight complexes containing the 904
antigen were consistently detected in these experiments. It was not
possible, though, to analyze the complexes further since none of the
complexes could be immunoprecipitated with an antibody against tubulin
or antibody 904. We now also know that the major 904 reactive band in
chicken red blood cell cytoskeletons is probably not ezrin, radixin or
moesin (see Chapter 3), but an unknown protein which nonetheless
carries the 13H9 epitope. Given that we now have a better understanding
of the prevalence of ERM-proteins in the marginal band (i.e. radixin is the
major one) and given that we now have specific reagents, it might be
worthwhile to repeat these preliminary results with better reagents.
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